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PESTICIDAL COMPOSITIONS 

This is a continuation of application Ser. No. 08/349,867, 
filed Dec. 6, 1994 now U.S. Pat. No. 5,508,264. 

BACKGROUND OF THE INVENTION 

The soil microbe Bacillus thuringiensis (B.t.) is a Gram 
positive, Spore-forming bacterium characterized by paraspo 
ral crystalline protein inclusions. These inclusions often 
appear microscopically as distinctively shaped crystals. The 
proteins can be highly toxic to pests and Specific in their 
toxic activity. Certain B.t. toxin genes have been isolated and 
Sequenced, and recombinant DNA-based B.t. products have 
been produced and approved for use. In addition, with the 
use of genetic engineering techniques, new approaches for 
delivering these B.t. endotoxins to agricultural environments 
are under development, including the use of plants geneti 
cally engineered with endotoxin genes for insect resistance 
and the use of stabilized intact microbial cells as B.t. 
endotoxin delivery vehicles (Gaertner, F. H., L. Kim 1988 
TIBTECH 6:S4-S7). Thus, isolated B.t. endotoxin genes are 
becoming commercially valuable. 

Until the last ten years, commercial use of B.t. pesticides 
has been largely restricted to a narrow range of lepidopteran 
(caterpillar) pests. Preparations of the spores and crystals of 
B. thuringiensis subsp. kurStaki have been used for many 
years as commercial insecticides for lepidopteran pests. For 
example, B. thuringiensis var. kurStaki HD-1 produces a 
crystal called a 6-endotoxin which is toxic to the larvae of 
a number of lepidopteran insects. 

In recent years, however, investigators have discovered 
B.t. pesticides with Specificities for a much broader range of 
pests. For example, other species of B.t., namely israelensis 
and tenebrionis (a.k.a. B. t. M-7, a.k.a. B. t. San diego), have 
been used commercially to control insects of the orders 
Diptera and Coleoptera, respectively (Gaertner, F. H. 1989 
“Cellular Delivery Systems for Insecticidal Proteins: Living 
and Non-Living Microorganisms,” in Controlled Delivery of 
Crop Protection Agents, R. M. Wilkins, ed., Taylor and 
Francis, New York and London, 1990, pp. 245-255). See 
also Couch, T. L. (1980) “Mosquito Pathogenicity of Bacil 
lus thuringiensis var. israelensis,” Developments in Indus 
trial Microbiology 22:61-76; Beegle, C. C., (1978) “Use of 
Entomogenous Bacteria in Agroecosystems,” Developments 
in Industrial Microbiology 20:97-104. Krieg, A., A. M. 
Huger, G. A. Langenbruch, W. Schnetter (1983) Z. ang. Ent. 
96:500-508, describe Bacillus thuringiensis var. 
tenebrionis, which is reportedly active against two beetles in 
the order Coleoptera. These are the Colorado potato beetle, 
Leptinotarsa decemlineata, and Agela.Stica alni. 

Recently, new Subspecies of B. t. have been identified, and 
genes responsible for active Ö-endotoxin proteins have been 
isolated (H6fte, H., H. R. Whiteley 1989 Microbiological 
Reviews 52(2):242-255). Hofte and Whiteley classified B.t. 
crystal protein genes into 4 major classes. The classes were 
Cry I (Lepidoptera-specific), Cry II (Lepidoptera- and 
Diptera-specific), CryIII (Coleoptera-specific), and CryIV 
(Diptera-specific). The discovery of Strains specifically toxic 
to other pests has been reported. (Feitelson, J. S., J. Payne, 
L. Kim 1992) Bio/Technology 10:271-275). 
The cloning and expression of a B. t. crystal protein gene 

in Escherichia coli has been described in the published 
literature (Schnepf, H. E., H. R. Whiteley (1981) Proc. Natl. 
Acad. Sci. USA 78:2893–2897). U.S. Pat. No. 4,448,885 and 
U.S. Pat. No. 4,467,036 both disclose the expression of a B.t. 
crystal protein in E. coli. Hybrid B. t. crystal protein genes 
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2 
have been constructed that exhibit increased toxicity and 
display an expanded host range to a target pest. See U.S. Pat. 
Nos. 5,128,130 and 5,055,294. U.S. Pat. Nos. 4,797.276 and 
4.853,331 disclose B. thuringiensis strain San diego (a.k.a. 
B.t. tenebrionis, a.k.a. M-7) which can be used to control 
coleopteran pests in various environments. U.S. Pat. No. 
4,918,006 discloses B.t. toxins having activity against 
dipterans. U.S. Pat. No. 4,849,217 discloses B. t. isolates 
which have activity against the alfalfa weevil. U.S. Pat. No. 
5,151,363 and U.S. Pat. No. 4,948,734 disclose certain 
isolates of B. t. which have activity against nematodes. 
AS a result of extensive research and investment of 

resources, other patents have issued for new B. t. isolates and 
new uses of B. t. isolates. However, the discovery of new B.t. 
isolates and new uses of known B. t. isolates remains an 
empirical, unpredictable art. 
A majority of Bacillus thuringiensis 8-endotoxin crystal 

protein molecules are composed of two functional Segments. 
The protease-resistant core toxin is the first Segment and 
corresponds to about the first half of the protein molecule. 
The three-dimensional Structure of a core Segment of a 
cryIIIAB.t. Ö-endotoxin is known and it is proposed that all 
related toxins have that same overall structure (Li, J., J. 
Carroll, D.J. Ellar 1991 Nature 353:815-821). The second 
half of the molecule is the Second Segment. For purposes of 
this application, this Second Segment will be referred to 
herein as the “protoxin Segment.” The protoxin Segment is 
believed to participate in toxin crystal formation (Arvidson, 
H., P. E. Dunn, S. Strand, A. I. Aronson 1989 Molecular 
Microbiology 3:1533–1534; Choma, C. T., W. K. Surewicz, 
P. R. Carey, M. Pozsgay, T. Raynor, H. Kaplan 1990 Eur: 
J. Biochem. 189:523-527). The full 130 kDa toxin molecule 
is rapidly processed to the resistant core segment by protease 
in the insect gut. The protoxin Segment may thus convey a 
partial insect Specificity for the toxin by limiting the acces 
Sibility of the core to the insect by reducing the protease 
processing of the toxin molecule (Haider, M. Z., B. H. 
Knowles, D. J. Ellar 1986 Eur. J. Biochem. 156:531–540) 
or by reducing toxin solubility (Aronson, A.I., E. S. Han, W. 
McGaughey, D. Johnson 1991) Appl. Environ. Microbiol. 
57.981–986). 

Chimeric proteins joined within the toxin domains have 
been reported between CryIC and CryIA(b) (Honee, G., D. 
Convents, J. Van Rie, S. Jansens, M. Perferoen, B. Visser 
1991 Mol. Microbiol. 5:2799–2806); however, the activity 
of these chimeric proteins was either much less, or 
undetectable, when compared to CryIC on a relevant insect. 

Honee et al. (Honee, G., W. Vriezen, B. Visser 1990 
Appl. Environ. Microbiol. 56:823-825) also reported mak 
ing a chimeric fusion protein by linking tandem toxin 
domains of CryIC and CryIA(b). The resulting protein had 
an increased spectrum of activity equivalent to the combined 
activities of the individual toxins; however, the activity of 
the chimeric was not increased toward any one of the target 
insects. 

When toxins or biologically active agents are blended 
together, the biological activity of the resulting mixture can 
be affected in several ways. The resultant biological activity 
can be the sum of the activity of each of the toxins. 
Biological activity of the mixture may be less than the Sum 
of the activity of each of the agents, or the resultant activity 
may be greater than the Sum of the activity of each of the 
agents. 
A nucleotide B-eXotoxin produced by a particular B.t. 

Strain was found to act in Synergy with the protein 
Ö-endotoxins in B. t. Var. kurStaki to yield increased activity 
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against the lepidopteran pest Spodoptera exigua (Moar, W. 
J., W. L. A. Osbrink, J.T.s Trumble 1986).J. Econ. Entomol. 
79: 1443–1446). Enhanced toxicity to mosquito larvae 
occurs with the mixture of the 27 kDa and the 65 or 130 kDa 
proteins from B.t. var. israelensis (Chilcott, C. N., D.J. Ellar 
1988) J. Gen. Microbiology 132:2551-2558; Yu et al., 
1987; Wu, D., F. N. Chang (1985) FEBS 190(2):232–236). 
The CryIVA and CryIVB toxins from B. t. var. israelensis 
have also been used together (AngSuthanasomat, C., N. 
Crickmore, D. J. Ellar 1992 FEMS Microbiol. Lett. 
94:63–68). 

BRIEF SUMMARY OF THE INVENTION 

The Subject invention concerns the discovery of advan 
tageous increased activity against lepidopteran pests 
achieved by the combination of two Bacillus thuringiensis 
(B. t.) 8-endotoxin proteins. More specifically, a CryIF chi 
meric toxin combined with a CryIA(c) chimeric toxin act in 
Synergy to yield unexpected enhanced toxicity to lepi 
dopteran pests. 

The synergistic effect of the subject invention may be 
achieved by combining, as in a mixture, isolates that each 
produce one of the toxin proteins. Recombinant hosts engi 
neered to express both of the toxins of the subject invention 
can also be used to achieve the Synergistic effect. Suitable 
recombinant hosts include prokaryotes and lower 
eukaryotes, as well as plants. 

Chimeric Cry IF genes useful according to the Subject 
invention can be assembled that Substitute a heterologous 
protoxin Segment for all or part of the native cryIF protoxin 
Segment. In particular, all or part of the protoxin-encoding 
region of a cryIA(b) gene can be used in place of all or part 
of the region which encodes the protoxin for a native cryIF 
toxin. Similarly, a chimeric gene can be constructed wherein 
the region encoding all or part of the protoxin of a cryIF 
toxin is replaced by DNA encoding all or part of the protoxin 
of a cryIA(c)/cryIA(b) chimeric gene. In a specific 
embodiment, the cryIA(c)/cryIA(b) chimeric gene is that 
which has been denoted 436 and which is described in U.S. 
Pat. No. 5,128,130. This gene can be obtained from the 
plasmid in Pfluorescens MR436. 

The chimeric gene can be introduced into a wide variety 
of microbial or plant hosts. A transformed host expressing 
the chimeric gene can be used to produce the lepidopteran 
active toxins of the Subject invention. Transformed hosts can 
be used to produce the insecticidal toxins or, in the case of 
a plant cell transformed to produce the toxins, the plant will 
become resistant to insect attack. The Subject invention 
further pertains to the use of the chimeric toxins, or hosts 
containing the genes encoding the chimeric toxins, in meth 
ods for controlling lepidopteran pests. 

Still further, the invention includes combinations of Sub 
Stantially intact treated B. t. cells, or recombinant cells 
expressing the genes and producing the toxins of the inven 
tion. The cells can be treated to prolong the pesticidal 
activity when the Substantially intact cells are applied to the 
environment of the target pest. Such treatment can be by 
chemical or physical means, or a combination of chemical 
and physical means, So long as the technique does not 
deleteriously affect the Synergistic properties of the 
pesticides, nor diminish the cellular capability in protecting 
the pesticides. The treated cell acts as a protective coating 
for the pesticidal toxins. The toxins become available to act 
as Such upon ingestion by a target pest. 

BRIEF DESCRIPTION OF THE DRAWINGS 

FIG. 1 The BamHI site is removed from pMYC1050 by 
a fill-in reaction with Klenow polymerase to give plasmid 
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4 
pMYC1050ABamHI. To facilitate cloning, an NsiI DNA 
fragment that contains most of the toxin open reading frame 
is cloned into pGEM5. The resulting plasmid is called 
pGEMtox. C=ClaI, H=HindIII. 

FIG. 2 BamHI or PvuI cloning sites were introduced into 
toxin DNA by the technique of Splice Overlap Extension 
(SOE). DNA fragments with the new sites are used to 
replace homologous DNA fragments in pGEM tox. The 
resulting plasmids are pGEMtoxBamHI or pGEMtoxPvul. 
The letters A through G below the arrows correspond to 
oligonucleotide primers in the text. Letters above vertical 
lines correspond to restriction enzyme sites. B=BamHI, 
C=ClaI, H=HindIII, P=PvuI, S=SacI. 

FIG. 3 The DNA fragment containing the BamHI muta 
tion is used to replace the homologous fragment in pGEM 
toxPvu. The resulting plasmid which contains both cloning 
sites is pCEMtoxBamHI/Pvu. To construct an expression 
plasmid, the toxin-containing NSi fragment is excised for 
cloning into the pTJS260 broad host-range vector. 
B=BamHI, C=ClaI, H=HindIII, P=Pvul. 

FIG. 4 The Nsil toxin-containing fragment with the new 
restriction sites is ligated to the vector-containing DNA from 
pMYC1050ABamHI to give pMYC2244. A BamHI-PvuI 
PCR-derived DNA fragment containing the cryIF toxin is 
exchanged for the equivalent fragment in pMYC2244. The 
resulting chimera is called pMYC2239. B=BamHI, C=ClaI, 
H=HindIII, N=NsiI, P=PvuI. 
FIG.5 The small Apal DNA fragment of pMYC2047 is 

substituted for the homologous region of pMYC2239 to give 
plasmid pMYC2244. This chimera consists of cryIF in the 
toxin region and cryIA(b) in the protoxin. C=Cla, 
H=HindIII, N=NsiI, P=PvuI. 

FIG. 6 Silent codon changes are introduced into the cryIF 
toxin by SOE. The SpeI-KpnI PCR DNA fragment with the 
changes is Substituted for the homologous toxin-containing 
fragment in pMYC2047. The resulting plasmid is 
pMYC2243. Letters H through K below the arrows corre 
spond to oligonucleotide primers in the text. 

FIG. 7 Silent codon changes are introduced into 
pMYC2244 by Substitution of the homologous fragment 
with the small Apal DNA fragment of pMYC2243. The final 
plasmid is pMYC2523. P=Pvul. 

FIG. 8 A chimeric toxin containing the 436 protoxin is 
constructed by Substituting a PCR-generated PvuI-BstEII 
protoxin DNA for the homologous fragment in pMYC2523. 
The final plasmid is pMYC2254. Letters F and M below the 
arrows correspond to oligonucleotide primers in the text. 

FIG. 9 A CryIF/CryIA(b) chimeric protein sequence and 
residue-by-residue substitutions. The Cons' line shows a 
CryIF/CryIA(b) chimeric sequence. The 'Alt lines show 
residue-by-residue substitutions found in the 436 protein, 
CryIA(b) variant proteins and CryIF protoxins. 

BRIEF DESCRIPTION OF THE SEQUENCES 

SEQ ID NO. 1 is oligonucleotide primer “A” 
SEQ ID NO. 2 is oligonucleotide primer “B” 
SEQ ID NO. 3 is oligonucleotide primer “C” 
SEQ ID NO. 4 is oligonucleotide primer “D” 
SEQ ID NO. 5 is oligonucleotide primer “E” 
SEQ ID NO. 6 is oligonucleotide primer “F” 
SEQ ID NO. 7 is oligonucleotide primer “G” 
SEQ ID NO. 8 is oligonucleotide primer “L” 
SEQ ID NO. 9 is oligonucleotide primer “N” 
SEQ ID NO. 10 is oligonucleotide primer “O'” 
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11 is oligonucleotide primer “H” 
12 is oligonucleotide primer “I’ 
13 is oligonucleotide primer “J” 
14 is oligonucleotide primer “K” 
15 is oligonucleotide primer “P” 

SEQ ID NO. 16 is oligonucleotide primer “O'” 
SEQ ID NO. 17 is oligonucleotide primer “M” 
SEQID NO.18 shows the toxin-encoding DNA sequence 

of pMYC2224. 
SEQID NO.19 shows the predicted amino acid sequence 

of the toxin encoded by pMYC2224. 
SEQID NO. 20 shows the toxin-encoding DNA sequence 

of pMYC2239. 
SEQID NO. 21 shows the predicted amino acid sequence 

of the toxin encoded by pMYC2239. 
SEQID NO. 22 shows the toxin-encoding DNA sequence 

of pMYC2244, which encodes a cryIF/cryIA(b) chimeric 
toxin. 
SEQID NO. 23 shows the predicted amino acid sequence 

of the cryIF/cryIA(b) chimeric toxin encoded by 
pMYC2244. 
SEQID NO. 24 shows the toxin-encoding DNA sequence 

of pMYC2243. 
SEQID NO. 25 shows the predicted amino acid sequence 

of the toxin encoded by pMYC2243. 
SEQID NO. 26 shows the toxin-encoding DNA sequence 

of pMYC2523, which encodes a cryIF/cryIA(b) chimeric 
toxin with codon rework. 
SEQID NO. 27 shows the predicted amino acid sequence 

of the toxin encoded by pMYC2523. 
SEQID NO. 28 shows the toxin-encoding DNA sequence 

of pMYC2254, which encodes a cryIF/436 chimeric toxin. 
SEQID NO. 29 shows the predicted amino acid sequence 

of the toxin encoded by pMYC2254. 
SEQID NO. 30 is a characteristic sequence of cryI toxins. 

This sequence ends at residue 601 of SEQ ID NO. 23. 
SEQID NO. 31 is the eight amino acids preceding amino 

acid 1043 in SEO ID NO. 23. 
SEQ ID NO. 32 shows the amino acid sequence of a 

native cryIF/cryIA(b) toxin. 
SEQ ID NO. 33 shows the amino acid sequence of a 

native cryIA(b) toxin. 
SEQ ID NO. 34 shows the amino acid sequence of a 

cryIA(c)/cryIA(b) toxin. 
SEQ ID NO. 35 shows the amino acid sequence of a 

CryIF/CryIA(b) chimeric toxin of the subject invention that 
corresponds to the “Cons” sequence shown in FIG. 9. 
SEQ ID NO. 36 shows the amino acid sequence of a 

chimeric toxin of the Subject invention that incorporates the 
alternative amino acids as shown in the first "Alt Sequence 
listed above the “Cons” sequence shown in FIG. 9. 
SEQ ID NO. 37 shows the amino acid sequence of a 

chimeric toxin of the Subject invention that incorporates the 
alternative amino acids as shown in the Second "Alt' 
sequence listed above the first “Alt” sequence show in FIG. 
9. 
SEQ ID NO. 38 shows the amino acid sequence of a 

chimeric toxin of the Subject invention that incorporates the 
alternative amino acids as shown in the third “Alt'Sequence 
listed above the second “Alt” sequence show in FIG. 9. 

DETAILED DISCLOSURE OF THE INVENTION 

The Subject invention concerns the unexpected enhanced 
pesticidal activity resulting from the combination of a CryIF 

SEO ID NO. 
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6 
chimeric toxin and a CryIA(c) chimeric toxin. The combi 
nation Surprisingly has increased activity against lepi 
dopteran pests. Preparations of combinations of isolates that 
produce the two chimeric toxins can be used to practice the 
Subject invention. Pseudomonas fluorescenS cells trans 
formed with B. t. genes can Serve as one Source of the toxins 
of the subject invention. For example, a lactose-inducible P. 
fluorescenS Strain comprising a gene encoding a CryIF/ 
CryIA(b) toxin, and Pfluorescens MR436, which comprises 
a gene encoding a CryIA(c)/CryIA(b) chimeric toxin, can be 
used to practice the Subject invention. These two Pseudomo 
nas Strains can be combined in a physical blend that exhibits 
advantageous enhanced pesticidal activity. Genes encoding 
the toxins of the invention can be used to transform Suitable 
hosts So that a single host will produce the two toxins 
providing the advantageous effect. 

Bacteria harboring plasmids useful according to the Sub 
ject invention are the following: 

Culture Repository No. U.S. Pat. No. 

P. fluorescens (pM3,130-7) NRRL B-18332 5,055,294 
P. fluorescens MR436 NRRL B-18292 5,128,130 
(pM2,16-11, aka pMYC436) 
E. coli NM522 (pMYC1603) NRRL B-18517 5,188,960 

It should be understood that the availability of a deposit 
does not constitute a license to practice the Subject invention 
in derogation of patent rights granted by governmental 
action. 

In accordance with the Subject invention, it has been 
discovered that products comprising the two chimeric toxins 
have been discovered to require a lower total protein content 
for product application, thus providing the user greater 
economy. Insects which are leSS Susceptible to the action of 
a single toxin will be more greatly affected by the combi 
nation of toxins of the Subject invention, rendering a product 
containing the two toxins more efficacious than products 
containing a Single toxin. Additionally, pests are less likely 
to develop a rapid resistance to a product containing the two 
toxins, than to products containing a Single toxin. 

Combinations of the toxins described in the invention can 
be used to control lepidopteran pests. Adult lepidopterans, 
i.e., butterflies and moths, primarily feed on flower nectar 
and are a significant effector of pollination. The larvae, i.e., 
caterpillars, nearly all feed on plants, and many are Serious 
pests. Caterpillars feed on or inside foliage or on the roots 
or Stem of a plant, depriving the plant of nutrients and often 
destroying the plant's physical Support Structure. 
Additionally, caterpillars feed on fruit, fabrics, and Stored 
grains and flours, ruining these products for Sale or Severely 
diminishing their value. AS used herein, reference to lepi 
dopteran pests refers to various life Stages of the pest, 
including larval Stages. 
The chimeric toxins of the Subject invention comprise a 

full core N-terminal toxin portion of a B.t. toxin and, at Some 
point past the end of the toxin portion, the protein has a 
transition to a heterologous protoxin Sequence. The 
N-terminal toxin portion of a B.t. toxin is refererred to herein 
as the “core” toxin. The transition to the heterologous 
protoxin Segment can occur at approximately the toxin/ 
protoxin junction or, in the alternative, a portion of the 
native protoxin (extending past the toxin portion) can be 
retained with the transition to the heterologous protoxin 
occurring downstream. AS an example, one chimeric toxin 
of the subject invention has the full toxin portion of cryIF 
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(amino acids 1-601) and a heterologous protoxin (amino 
acids 602 to the C-terminus). In a preferred embodiment, the 
heterologous portion of the protoxin is derived from a 
cryIA(b) or 436 toxin. 
A perSon Skilled in this art will appreciate that B.t. toxins, 

even within a certain class Such as cryIF, will vary to Some 
extent in length and the precise location of the transition 
from toxin portion to protoxin portion. Typically, the cryIA 
(b) and cryIF toxins are about 1150 to about 1200 amino 
acids in length. The transition from toxin portion to protoxin 
portion will typically occur at between about 50% to about 
60% of the full length toxin. The chimeric toxin of the 
subject invention will include the full expanse of this core 
N-terminal toxin portion. Thus, the chimeric toxin will 
comprise at least about 50% of the full length cryIF B.t. 
toxin. This will typically be at least about 590 amino acids. 
With regard to the protoxin portion, the full expanse of the 
cryIA(b) protoxin portion extends from the end of the toxin 
portion to the C-terminus of the molecule. It is the last about 
100 to 150 amino acids of this portion which are most 
critical to include in the chimeric toxin of the Subject 
invention. In a chimeric toxin Specifically exemplified 
herein, at least amino acids 1043 (of SEQ ID NO. 23) to the 
C-terminus of the cryIA(b) molecule are utilized. Amino 
acid 1043 in SEQID NO. 23 is preceded by the sequence Tyr 
Pro Asn Asn Thr Val Thr Cys (SEQID NO. 31). This amino 
acid Sequence marks the location in the protoxin Segment of 
the molecule beyond which heterologous amino acids will 
always occur in the chimeric toxin. In another example, the 
peptide shown as SEQ ID NO. 31 occurs at amino acids 
1061 to 1068. In this case, amino acids 1069 to the 
C-terminus are preferably heterologous (SEQ ID NO. 29). 
The peptide shown in SEQ ID NO. 31 can be found at 
positions 1061 to 1068 in FIG. 9. Thus, it is at least the last 
approximately 5 to 10% of the overall B.t. protein which 
should comprise heterologous DNA (compared to the cryIF 
core N-terminal toxin portion) in the chimeric toxin of the 
Subject invention. In the Specific examples contained herein, 
heterologous protoxin Sequences occur from amino acid 640 
to the C-terminus. 

Thus, a preferred embodiment of the subject invention is 
a chimeric B.t. toxin of about 1150 to about 1200 amino 
acids in length, wherein the chimeric toxin comprises a 
cryIF core N-terminal toxin portion of at least about 50 to 
60% of a full cryIF molecule, but no more than about 90 to 
95% of the full molecule. The chimeric toxin further com 
prises a cryIA(b) or a 436 protoxin C-terminal portion which 
comprises at least about 5 to 10% of the cryIA(b) or 436 
molecule. The transition from cryIF to cryIA(b) or 436 
Sequence thus occurs within the protoxin Segment (or at the 
junction of the toxin and protoxin segments) between about 
50% and about 95% of the way through the molecule. In the 
Specific examples provided herein, the transitions from the 
cryIF Sequence to the heterologous protoxin Sequences 
occur prior to the end of the peptide Sequence shown in SEQ 
ID NO. 31. 

A specific embodiment of the Subject invention is the 
chimeric toxin shown in FIG. 9. Other constructs may be 
made and used by those skilled in this art having the benefit 
of the teachings provided herein. The core toxin Segment of 
cryI proteins characteristically ends with the Sequence: 
Val/Leu Tyr/Ile Ile Asp Arg/Lys Ile/Phe Glu Ile/Phe/Leu 
Ile/Leu/Val Pro/Leu Ala/Val Glu/Thr/Asp (SEQID NO. 30), 
which ends at residue 601 of SEQ ID NO. 23. Additionally, 
the protoxin segments of the cryI toxins (which follow 
residue 601) bear more sequence similarity than the toxin 
Segments. Because of this Sequence Similarity, the transition 

15 

25 

35 

40 

45 

50 

55 

60 

65 

8 
point in the protoxin Segment for making a chimeric protein 
between the cryIF sequence and the cryIA(b) or 436 
Sequence can be readily determined by one skilled in the art. 
From Studies of data regarding the partial proteolysis of CryI 
genes, the heterogeneity and least-conserved amino acid 
regions are found after the conserved cry I protoxin 
sequence, positions 1061-1068 of FIG. 9. 

Therefore a chimeric toxin of the subject invention can 
comprise the full cryIF toxin and a portion of the cryIF 
protoxin, transitioning to the corresponding cryIA(b) or 436 
Sequence at any position between the end of the toxin 
Segment (as defined above) and the end of the peptide 
sequence shown in SEQ ID NO. 31. Preferably, the amino 
acid Sequence of the C-terminus of the chimeric toxin 
comprises a cryIA(b) sequence or a sequence from the 436 
gene or an equivalent of one of these Sequences. 

CryIF toxins, and genes which encode these toxins, are 
well known in the art. CryIF genes and toxins have been 
described in, for example, Chambers et al. (1991) J. Bac 
teriol. 173:3966. CryIA(b) genes and toxins have been 
described in, for example, Höfte et al. (1986) Eur: J. 
Biochem. 161:273; Geiser et al. (1986) Gene 48:109; and 
Haider et al. (1988) Nucleic Acids Res. 16:10927. The 
skilled artisan having the benefit of the teachings contained 
herein could readily identify and use DNA which encodes 
the toxin N-terminal portion of a cryIF molecule and the 
C-terminal protoxin portion of the cryIA(b) toxins. 

FIG. 9 provides examples of amino acid substitutions 
which can be used in the toxins of the subject invention. 
SEQ ID NO. 35 shows the amino acid sequence of a 
CryIF/CryIA(b) chimeric toxin of the subject invention that 
corresponds to the “Cons” sequence shown in FIG. 9. SEQ 
ID NO. 36 shows the amino acid sequence of a chimeric 
toxin of the Subject invention that incorporates the alterna 
tive amino acids as shown in the first "Alt Sequence listed 
above the “Cons” sequence shown in FIG. 9. SEQ ID NO. 
37 shows the amino acid Sequence of a chimeric toxin of the 
Subject invention that incorporates the alternative amino 
acids as shown in the Second "Alt Sequence listed above the 
first “Alt” sequence shown in FIG. 9. SEQID NO. 38 shows 
the amino acid Sequence of a chimeric toxin of the Subject 
invention that incorporates the alternative amino acids as 
shown in the third “Alt” sequence listed above the second 
“Alt” sequence shown in FIG. 9. It is also well known in the 
art that various mutations can be made in a toxin Sequence 
without changing the activity of a toxin. Furthermore, due to 
the degeneracy of the genetic code, a variety of DNA 
Sequences can be used to encode a particular toxin. These 
alternative DNA and amino acid Sequences can be used 
according to the Subject invention by a perSon Skilled in this 
art. 

The protoxin Substitution techniqueS of the Subject inven 
tion can be used with other classes of B.t. endotoxins to 
enhance expression of the toxin. The technique would be 
most applicable to other B.t. toxins which have the charac 
teristic sequence shown in SEQ ID NO. 30. 
The flow charts of FIGS. 1-8 provide a general overview 

of vector construction that can be carried out according to 
the subject invention. BamHI and Pvul cloning sites can be 
introduced into a cryIA(c)/cryIA(b) chimeric toxin gene by 
mutagenesis using the PCR technique of Splice Overlap 
Extension (SOE) (Horton, R. M., H. D. Hunt, S. N. Ho, J. 
K. Pullen, L. R. Pease 1989 Gene 77:61-68) to give 
plasmid pMYC2224. A region of the cryIF gene from a 
cryIF-containing plasmid such as pMYC1260 can be gen 
erated by PCR and substituted for the BamHI-Pvul cryIA 
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(c)/cryIA(b) gene fragment of pMYC2224. The new 
plasmid, which we designated pMYC2239, consisted of a 
short segment of cryIA(c) followed by cryIF to the toxin/ 
protoxin Segment junction. Thus, the protoxin Segment was 
now derived from cryIA(b) (pMYC1050). An Apal fragment 
derived from the cryIF clone (pMYC2047) was substituted 
for the Apal fragment in pMYC2239. The resulting clone 
(pMYC2244) consisted of cryIF from the initiator methion 
ine to the toxin/protoxin segment junction and cryIA(b) to 
the end of the coding region. Clone pMYC2243 was con 
Structed by SOE to introduce Silent codon changes in a 
limited region. The ApaI fragment from pMYC2243 that 
contained the Silent changes was Substituted for the Apal 
fragment in pMYC2244 to give clone pMYC2523. The 
chimeric pMYC2523 showed an expression improvement 
over pMYC2243, which contains unchanged cryIF protein 
Sequence. 
AcryF/436 chimera can be assembled by Substituting the 

PvuI-BstEII protein Segment-containing fragment of 
pMYC2523 with an equivalent fragment generated by PCR 
from a plasmid containing a cryIA(c)/cryIA(b) gene. One 
Such gene is the 436 gene (e.g., pMYC467, as disclosed in 
U.S. Pat. Nos. 5,055,294 and 5,169,760). This construction 
also results in improved expression compared to the native 
cryIF protein Sequence. 

Genes and toxins. The genes and toxins useful according 
to the subject invention include not only the full length 
Sequences disclosed but also fragments of these Sequences, 
variants, mutants, and fusion proteins which retain the 
characteristic pesticidal activity of the toxins Specifically 
exemplified herein. AS used herein, the terms “variants' or 
“variations of genes refer to nucleotide Sequences which 
encode the same toxins or which encode equivalent toxins 
having pesticidal activity. AS used herein, the term “equiva 
lent toxins' refers to toxins having the same or essentially 
the Same biological activity against the target pests as the 
claimed toxins. 

It should be apparent to a person skilled in this art that 
genes encoding active toxins can be identified and obtained 
through Several means. The Specific genes or gene portions 
exemplified herein may be obtained from the isolates depos 
ited at a culture depository as described above. These genes, 
or portions or variants thereof, may also be constructed 
Synthetically, for example, by use of a gene Synthesizer. 
Variations of genes may be readily constructed using Stan 
dard techniques for making point mutations. Also, fragments 
of these genes can be made using commercially available 
exonucleases or endonucleases according to Standard pro 
cedures. For example, enzymes Such as Bal31 or Site 
directed mutagenesis can be used to Systematically cut off 
nucleotides from the ends of these genes. Also, genes which 
encode active fragments may be obtained using a variety of 
restriction enzymes. Proteases may be used to directly 
obtain active fragments of these toxins. 

Fragments and equivalents which retain the pesticidal 
activity of the exemplified toxins would be within the scope 
of the Subject invention. Also, because of the redundancy of 
the genetic code, a variety of different DNA sequences can 
encode the amino acid Sequences disclosed herein. It is well 
within the skill of a person trained in the art to create these 
alternative DNA sequences encoding the Same, or essen 
tially the Same, toxins. These variant DNA sequences are 
within the Scope of the Subject invention. AS used herein, 
reference to “essentially the same Sequence refers to 
Sequences which have amino acid Substitutions, deletions, 
additions, or insertions which do not materially affect pes 
ticidal activity. Fragments retaining pesticidal activity are 
also included in this definition. 
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10 
A further method for identifying the toxins and gene 

portions useful according to the Subject invention is through 
the use of oligonucleotide probes. These probes are detect 
able nucleotide Sequences. These Sequences may be detect 
able by Virtue of an appropriate label or may be made 
inherently fluorescent as described in International Applica 
tion No. WO93/16094. As is well known in the art, if the 
probe molecule and nucleic acid Sample hybridize by form 
ing a strong bond between the two molecules, it can be 
reasonably assumed that the probe and Sample have Sub 
stantial homology. Preferably, hybridization is conducted 
under Stringent conditions by techniques well-known in the 
art, as described, for example, in Keller, G. H., M. M. Manak 
(1987) DNA Probes, Stockton Press, New York, N.Y., pp. 
169-170. Detection of the probe provides a means for 
determining in a known manner whether hybridization has 
occurred. Such a probe analysis provides a rapid method for 
identifying toxin-encoding genes of the Subject invention. 
The nucleotide Segments which are used as probes according 
to the invention can be Synthesized using DNA synthesizer 
and Standard procedures. These nucleotide Sequences can 
also be used as PCR primers to amplify genes of the subject 
invention. 

Certain toxins of the Subject invention have been Specifi 
cally exemplified herein. Since these toxins are merely 
exemplary of the toxins of the subject invention, it should be 
readily apparent that the Subject invention comprises variant 
or equivalent toxins (and nucleotide sequences coding for 
equivalent toxins) having the same or similar pesticidal 
activity of the exemplified toxin. Equivalent toxins will have 
amino acid homology with an exemplified toxin. This amino 
acid homology will typically be greater than 75%, prefer 
ably be greater than 90%, and most preferably be greater 
than 95%. The amino acid homology will be highest in 
critical regions of the toxin which account for biological 
activity or are involved in the determination of three 
dimensional configuration which ultimately is responsible 
for the biological activity. In this regard, certain amino acid 
Substitutions are acceptable and can be expected if these 
Substitutions are in regions which are not critical to activity 
or are conservative amino acid Substitutions which do not 
affect the three-dimensional configuration of the molecule. 
For example, amino acids may be placed in the following 
classes: non-polar, uncharged polar, basic, and acidic. Con 
Servative Substitutions whereby an amino acid of one class 
is replaced with another amino acid of the same type fall 
within the Scope of the Subject invention So long as the 
Substitution does not materially alter the biological activity 
of the compound. Table 1 provides a listing of examples of 
amino acids belonging to each class. 

TABLE 1. 

Class of Amino Acid Examples of Amino Acids 

Nonpolar Ala, Val, Leu, Ile, Pro, Met, Phe, Trp 
Uncharged Polar Gly, Ser, Thr, Cys, Tyr, Asn., Gln 
Acidic Asp, Glu 
Basic Lys, Arg, His 

In Some instances, non-conservative Substitutions can also 
be made. The critical factor is that these Substitutions must 
not significantly detract from the biological activity of the 
toxin. 

Recombinant hosts. The genes encoding the toxins of the 
Subject invention can be introduced into a wide variety of 
microbial or plant hosts. Expression of the toxin gene 
results, directly or indirectly, in the intracellular production 
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and maintenance of the pesticide. Conjugal transfer and 
recombinant transfer can be used to create a B.t. Strain that 
expresses both toxins of the subject invention. Other host 
organisms may also be transformed with one or both of the 
toxin genes then used to accomplish the Synergistic effect. 
With suitable microbial hosts, e.g., Pseudomonas, the 
microbes can be applied to the Situs of the pest, where they 
will proliferate and be ingested. The result is control of the 
pest. Alternatively, the microbe hosting the toxin gene can be 
treated under conditions that prolong the activity of the toxin 
and stabilize the cell. The treated cell, which retains the toxic 
activity, then can be applied to the environment of the target 
pest. 
Where the B.t. toxin gene is introduced via a suitable 

vector into a microbial host, and Said host is applied to the 
environment in a living State, it is essential that certain host 
microbes be used. Microorganism hosts are Selected which 
are known to occupy the “phytosphere” (phylloplane, 
phyllosphere, rhizosphere, and/or rhizoplane) of one or more 
crops of interest. These microorganisms are Selected So as to 
be capable of Successfully competing in the particular envi 
ronment (crop and other insect habitats) with the wild-type 
microorganisms, provide for Stable maintenance and expres 
Sion of the gene expressing the polypeptide pesticide, and, 
desirably, provide for improved protection of the pesticide 
from environmental degradation and inactivation. 
A large number of microorganisms are known to inhabit 

the phylloplane (the Surface of the plant leaves) and/or the 
rhizosphere (the Soil Surrounding plant roots) of a wide 
variety of important crops. These microorganisms include 
bacteria, algae, and fungi. Of particular interest are 
microorganisms, Such as bacteria, e.g., genera 
Pseudomonas, Erwinia, Serratia, Klebsiella, Xanthomonas, 
Streptomyces, Rhizobium, Rhodopseudomonas, 
Methylophilius, Agrobactenum, Acetobacter, Lactobacillus, 
Arthrobacter, AZotobacter, Leuconostoc, and Alcaligenes, 
fungi, particularly yeast, e.g., genera Saccharomyces, 
Cryptococcus, Kluyveromyces, Sporobolomyces, 
Rhodotorula, and Aureobasidium. Of particular interest are 
Such phytosphere bacterial Species as Pseudomonas 
Syringae, Pseudomonas fluorescens, Serratia marceScens, 
Acetobacter xylinum, Agrobactenium tumefaciens, 
Rhodopseudomonas Spheroides, Xanthomonas campestris, 
Rhizobium melioti, Alcaligenes entrophus, and Azotobacter 
Vinlandii; and phytosphere yeast Species Such as Rhodot 
Orula rubra, R. glutinis, R. marina, R. aurantiaca, Crypto 
coccus albidus, C. difiluens, C. laurentii, Saccharomyces 
rosei, S. pretoriensis, S. cerevisiae, Sporobolomyces roseus, 
S. Odorus, Kluyveromyces veronae, and Aureobasidium pol 
lulans. Of particular interest are the pigmented microorgan 
SS. 

A wide variety of ways are available for introducing a B.t. 
gene encoding a toxin into a microorganism host under 
conditions which allow for Stable maintenance and expres 
Sion of the gene. These methods are well known to those 
skilled in the art and are described, for example, in U.S. Pat. 
No. 5,135,867, which is incorporated herein by reference. 

Treatment of cells. Bacillus thuringiensis or recombinant 
cells expressing the B.t. toxins can be treated to prolong the 
toxin activity and Stabilize the cell. The pesticide microcap 
Sule that is formed comprises the B.t. toxin or toxins within 
a cellular structure that has been Stabilized and will protect 
the toxin when the microcapsule is applied to the environ 
ment of the target pest. Suitable host cells may include either 
prokaryotes or eukaryotes, normally being limited to those 
cells which do not produce Substances toxic to higher 
organisms, Such as mammals. However, organisms which 
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produce Substances toxic to higher organisms could be used, 
where the toxic Substances are unstable or the level of 
application Sufficiently low as to avoid any possibility of 
toxicity to a mammalian host. AS hosts, of particular interest 
will be the prokaryotes and the lower eukaryotes, Such as 
fungi. 
The cell will usually be intact and be substantially in the 

proliferative form when treated, rather than in a Spore form, 
although in Some instances Spores may be employed. 

Treatment of the microbial cell, e.g., a microbe containing 
the B.t. toxin gene or genes, can be by chemical or physical 
means, or by a combination of chemical and/or physical 
means, So long as the technique does not deleteriously affect 
the properties of the toxin, nor diminish the cellular capa 
bility of protecting the toxin. Examples of chemical reagents 
are halogenating agents, particularly halogens of atomic no. 
17-80. More particularly, iodine can be used under mild 
conditions and for Sufficient time to achieve the desired 
results. Other Suitable techniques include treatment with 
aldehydes, Such as glutaraldehyde; anti-infectives, Such as 
Zephiran chloride and cetylpyridinium chloride, alcohols, 
Such as isopropyl and ethanol; various histologic fixatives, 
Such as Lugol iodine, Bouin's fixative, various acids and 
Helly's fixative (See: Humason, Gretchen L., Animal Tissue 
Techniques, W. H. Freeman and Company, 1967); or a 
combination of physical (heat) and chemical agents that 
preserve and prolong the activity of the toxin produced in the 
cell when the cell is administered to the host environment. 
Examples of physical means are short wavelength radiation 
Such as gamma-radiation and X-radiation, freezing, UV 
irradiation, lyophilization, and the like. Methods for treat 
ment of microbial cells are disclosed in U.S. Pat. Nos. 
4,695,455 and 4,695,462, which are incorporated herein by 
reference. 

The cells generally will have enhanced structural stability 
which will enhance resistance to environmental conditions. 
Where the pesticide is in a proform, the method of cell 
treatment should be selected So as not to inhibit processing 
of the proform to the mature form of the pesticide by the 
target pest pathogen. For example, formaldehyde will 
crosslink proteins and could inhibit processing of the pro 
form of a polypeptide pesticide. The method of treatment 
should retain at least a Substantial portion of the bio 
availability or bioactivity of the toxin. 

Characteristics of particular interest in Selecting a host 
cell for purposes of production include ease of introducing 
the B. t. gene or genes into the host, availability of expression 
Systems, efficiency of expression, Stability of the pesticide in 
the host, and the presence of auxiliary genetic capabilities. 
Characteristics of interest for use as a pesticide microcapsule 
include protective qualities for the pesticide, Such as thick 
cell walls, pigmentation, and intracellular packaging or 
formation of inclusion bodies, Survival in aqueous environ 
ments, lack of mammalian toxicity; attractiveness to pests 
for ingestion; ease of killing and fixing without damage to 
the toxin; and the like. Other considerations include ease of 
formulation and handling, economics, Storage Stability, and 
the like. 

Growth of cells. The cellular host containing the B.t. 
insecticidal gene or genes may be grown in any convenient 
nutrient medium, where the DNA construct provides a 
Selective advantage, providing for a Selective medium So 
that substantially all or all of the cells retain the B.t. gene. 
These cells may then be harvested in accordance with 
conventional ways. Alternatively, the cells can be treated 
prior to harvesting. 
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The B.t.cells producing the toxins of the invention can be 
cultured using Standard art media and fermentation tech 
niques. Upon completion of the fermentation cycle the 
bacteria can be harvested by first Separating the B.t. Spores 
and crystals from the fermentation broth by means well 
known in the art. The recovered B. t. Spores and crystals can 
be formulated into a wettable powder, liquid concentrate, 
granules or other formulations by the addition of Surfactants, 
dispersants, inert carriers, and other components to facilitate 
handling and application for particular target pests. These 
formulations and application procedures are all well known 
in the art. 

Formulations. Formulated bait granules containing an 
attractant and Spores, crystals, and toxins of the B. t. isolates, 
or recombinant microbes comprising the genes obtainable 
from the B. t. isolates disclosed herein, can be applied to the 
Soil. Formulated product can also be applied as a Seed 
coating or root treatment or total plant treatment at later 
Stages of the crop cycle. Plant and Soil treatments of B. t. cells 
may be employed as wettable powders, granules or dusts, by 
mixing with various inert materials, Such as inorganic min 
erals (phyllosilicates, carbonates, Sulfates, phosphates, and 
the like) or botanical materials (powdered corncobs, rice 
hulls, walnut shells, and the like). The formulations may 
include spreader-Sticker adjuvants, Stabilizing agents, other 
pesticidal additives, or Surfactants. Liquid formulations may 
be acqueous-based or non-aqueous and employed as foams, 
gels, Suspensions, emulsifiable concentrates, or the like. The 
ingredients may include rheological agents, Surfactants, 
emulsifiers, dispersants, or polymers. 
AS would be appreciated by a person skilled in the art, the 

pesticidal concentration will vary widely depending upon 
the nature of the particular formulation, particularly whether 
it is a concentrate or to be used directly. The pesticide will 
be present in at least 1% by weight and may be 100% by 
weight. The dry formulations will have from about 1-95% 
by weight of the pesticide while the liquid formulations will 
generally be from about 1-60% by weight of the solids in the 
liquid phase. The formulations will generally have from 
about 10° to about 10" cells/mg. These formulations will be 
administered at about 50 mg (liquid or dry) to 1 kg or more 
per hectare. 

The formulations can be applied to the environment of the 
lepidopteran pest, e.g., foliage or Soil, by Spraying, dusting, 
Sprinkling, or the like. 

Materials and Methods 

NACS (Bethesda Research Labs, Gaithersburg, Md.) col 
umn chromatography was used for purification of electro 
eluted DNA. It was performed according to the manufac 
turer's directions, except that the buffers were modified to 
0.5x TBE/0.2M NaCl for binding, and 0.5x TBE/2.OM NaCl 
for elution. 
Random priming labeling of DNA with O-PdATP was 

done with a kit (Boehringer-Mannheim Biochemicals, 
Indianapolis, Ind.) according to the manufacturer's direc 
tions. 

Gel purification refers to Sequential application of 
agarose-TBE gel electrophoresis, electroelution, and NACS 
column chromatography for purification of Selected DNA 
fragments, methods which are well known in the art. 

Polymerase chain reaction (PCR) amplification of DNA 
was done for 25 cycles on a PerkinElmer (Norwalk, Conn.) 
thermal cycler with the following cycle parameters: 94 C. 
for 1 minute, 37°C. for 2 minutes, 72 C. for 3 minutes (each 
72° C. cycle has a 5 second extension time). PCR DNA 
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14 
products were proteinase K treated to improve cloning 
efficiency (Crowe, J. S., Cooper, H. J., Smith, M. A., Sims, 
M. J., Parker, D., Gewert, D. 1991) Nucl. Acids Res. 
19:184). 

Oligodeoxyribonucleotides (oligonucleotides) were Syn 
thesized on an Applied Biosystems (Foster City, Calif.) 
model 381ADNA synthesizer. Purification was done with 
Nensorb columns (New England Nuclear-Dupont, 
Wilmington, Del.), if necessary, according to the manufac 
turer's instructions. 

Electroporation of Pseudomonas fluorescenS was done 
with log-phase cells grown in L-broth (LB) at 30° C. on a 
rotary shaker. Cells were washed 2 to 3 times with ice-cold 
sterile distilled water and concentrated to 0.03x starting 
volume in distilled water. DNA in 1-20 ul was mixed with 
50-300 ul of cells. Parameters selected for the Biorad Gene 
Pulser (Bio-Rad, Richmond, Calif.) were 200 ohms, 25 
microfarads, and 2.25 kilovolts in a cuvette with a 0.2 cm 
electrode gap. Following electroporation, one milliliter of 
LB was added and cells were held on ice for at least 2 
minutes. Cells were then incubated for 2 hours to overnight 
at 30° C. without shaking. 

B.t. toxin expression in P. fluorescens was done in the 
recommended medium found in the Manual of Methods for 
General Bacteriology (P. Gerhardt et al., 1981, American 
Society for Microbiology, Washington, D.C.). Glycerol was 
Substituted for glucose. The recipe was made with tap water 
and the pH adjusted to 7.2. Seed flasks were made from 
L-broth. The following recipes apply: 

Base Medium (for 1 liter) 

glycerol 65 g 
(NH)SO 1.0 g 
NaHPO 5.24 g 
KHPO 2.77 g 
Yeast extract 5.0 g 
Casamino acids 1.0 g 
Metals 44 (for 100 ml) 

EDTA 250 mg 
ZnSO.7HO 1095 mg 
FeSO.7HO 500 mg 
MnSOHO 154 mg 
CuSO4.5H2O 39.2 mg 
Co(NO),.6HO 24.8 mg 
NaBO7.1OHO 17.7 mg 
Add a few drops of 6 N HSO 
to retard precipitation. 
Huntner's Mineral Mix (for 1 liter) 

Nitriloacetic acid (dissolved 10 g 
and neutralized with KOH) 
MgSO4.7H2O 14.45 g 
CaCl2.2H2O 3.33 g 
(NH4)Mo,O.4H2O 9.25 g 
FeSO.7HO 99 mg 
Metals 44 50 ml 
pH adjusted to 6.6-6.8 

At inoculation for analysis of B.t. toxin expression, 4 ml 
of Huntner's Mineral Mix was added per 200 ml of broth. 
Flasks were then given a 2% inoculum, by Volume, of an 
overnight culture. Cultures were allowed to grow for 24 
hours at 32 C. at 2200 rpm. At this point, they were 
induced with 0.75 mM IPTG and Supplemented with 2 g 
yeast extract. Protein gels were run on Samples pulled at 48 
and 72 hours. The 130 kDa protein was quantified by laser 
densitometry. 

Following are examples which illustrate procedures, 
including the best mode, for practicing the invention. These 
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examples should not be construed as limiting. All percent 
ages are by weight and all Solvent mixture proportions are by 
Volume unless otherwise noted. 

EXAMPLE 1. 
Expression Vector Modification by Splice Overlap Exten 
sion (SOE) 
A cloning vector can be constructed based on pTJS260, a 

broad host-range plasmid derived from RSF1010 (pTJS260 
can be obtained from Dr. Donald Helinski, U.C. San Diego). 
An example of the System used in the vector construction 
can be found in EPO patent application 0 471 564. A 
cryIA(c)/cryIA(b) gene, referred to herein as the 436 gene 
and toxin, are described in U.S. Pat. No. 5,055,294. A 
plasmid designated pMYC1050 contains the 436 gene. 
pMYC1050 was constructed by re-cloning the toxin gene 
and promoter of pM3,130-7 (disclosed in U.S. Pat. No. 
5,055,294) into a pTJS260-based vector such as pMYC467 
(disclosed in U.S. Pat. No. 5,169,760) by methods well 
known in the art. In particular, the pM3,130-7 promoter and 
toxin gene can be obtained as a BamHI to Nde fragment and 
placed into the pMYC467 plasmid replacing a fragment 
bounded by the same sites (BamHI near base 12100 and 
NdeI near base 8000). 

The improved vector ideally contains a unique BamHI 
cloning site. The plasmid BamHI site, located upstream 
from the tac promoter (Ptac), can be removed by blunting 
with Klenow and religating (FIG.1). Absence of the site can 
be confirmed by restriction digestion. A plasmid produced 
according to this procedure was called pMYC1050ABamHI. 
The construct can now have a BamHI site added to the 
plasmid by SOE mutagenesis. SOE mutagenesis can be 
facilitated by Subcloning an Nsil toxin-containing DNA 
fragment into the smaller pGEM5 (Promega Corp., 
Madison, Wis.) vector which uses the amplicillin resistance 
(bla) gene as a selectable marker (FIG. 1). The fragment can 
be oriented by restriction digestion. A plasmid produced 
according to this procedure was called pCEMtOX. 
DNA in the toxin coding region can be mutated by the 

PCR-mediated technique of SOE to introduce restriction 
enzyme cloning Sites as shown in FIG. 2. Oligonucleotides 
useful as primers are shown below: 
“A” (SEQ ID NO. 1) 

G CATA CTAG TAGGAGATTTC CAT G 
GATAACAATCCGAAC 3' 
“B” (SEQ ID NO. 2) 

5' GGATCCGCTTCCCAGTCT 3' 
“C” (SEQ ID NO. 3) 

5' AGAGAGTGGGAAGCGGATCCTACTAATCC 3' 
“D” (SEQ ID NO. 4) 

5' TGGATACTCGATCGATATGATAATCCGT3' 
“E” (SEQ ID NO. 5) 

5'TAATAAGAGCTCCTATGT3' 
“F” (SEQ ID NO. 6) 

5'TATCATATCGATCGAGTATCCAATTTAG 3' 
“G” (SEQ ID NO. 7) 

5 GTCACATAGCCAGCTGGT3' 
pMYC1050 DNA was used as the template for PCR 

amplification using primer sets A/B, C/D, E/D, and F/G. 
Amplified DNA fragments were named AB, CD, ED, and 
FG. Amplified DNAS were purified by agarose-TBE gel 
electrophoresis, electroelution, and NACS column 
chromatography, methods all well-known in the art. Purified 
template DNAS were used in a second set of PCR reactions. 
Fragments AB and CD were mixed and amplified with 
primerS A and D. In a separate reaction, fragments ED and 
FG were mixed and amplified with primers E and G. 
Amplified DNA was resolved by agarose-TBE gel electro 
phoresis and the fragments with the corresponding increase 
in size were excised, electroeluted, and purified over NACS 
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columns by means well known in the art. Amplified DNA 
fragments are called AD or EG for reference. 
DNA fragments AD or EG with the new restriction 

enzyme sites were incorporated into the toxin-containing 
DNA by several Subcloning procedures (FIGS. 2 and 3). 
pGEM tox was digested with ClaI or HindIII. Vector 
containing DNA was gel-purified. Fragment AD was 
digested with ClaI and ligated to ClaI-digested pCEMtox 
vector DNA. Fragment EG was digested with HindIII and 
ligated to HindIII-digested pCEMtox vector DNA. E. coli 
strain NM522 was transformed with ligation mixes. Cor 
rectly assembled constructs were identified by restriction 
enzyme digestion of plasmid DNA from isolated colonies. 
The plasmid with the new BamHI site was called pCEM tox 
BamHI. The plasmid with the new Pvul site was called 
pGEMtox PvuI. The Clal fragment containing the BamHI 
site from plasmid pCEMtox BamHI was ligated to the 
phosphatased Clal Vector-containing fragment from pGEM 
tox Pvul. E. coli strain NM522 was transformed with 
ligation mixeS. Correctly assembled constructs were identi 
fied by PCR analysis with primer set C/D, and by restriction 
digestion. The plasmid with both new restriction enzyme 
sites was called pCEMtox BamHI/Pvul. 
A completed expression vector was assembled with insert 

from pGEM tox BamHI/Pvu I and vector from 
pMYC1050ABamHI (FIGS. 3 and 4). Gel-purified insert 
was prepared from pCEM tox BamHI/PvuI by NsiI 
digestion, and Scal digestion (to remove contaminating 
vector). It was ligated to gel-purified Nsi-digested vector 
containing pMYC1050ABamHI DNA. E. coli strain NM522 
was transformed with the ligation mixes, and transformation 
mixes were plated on LB agar containing tetracycline at 12 
tug/ml. Colonies containing the NSi insert were identified by 
colony hybridization and autoradiography. Inserts were ori 
ented by PCR, using primer Set A/D, which bridges an Nsi 
cloning site, and agarose-TBE gel electrophoresis. The 
correctly assembled plasmid is called pMYC2224. DNA and 
protein sequences of the toxin are found in SEQID NOS. 18 
and 19, respectively. A lactose-inducible Pfluorescens strain 
was electroporated with correctly assembled plasmid DNA. 
Transformation mixes were plated on LB agar containing 
tetracycline at 20 tug/ml. Plasmid DNA was prepared from P 
fluorescenS for use in Subsequent cloning experiments. 

EXAMPLE 2 
Subcloning the cry IF Hypervariable Region into 
pMYC2224 
A DNA fragment containing the hyperVariable region 

from cryIF (pMYC1260) was exchanged for the BamHI 
Pvul toxin-containing DNA fragment from pMYC2224 
(FIG. 4). Since the coding sequence contains a preexisting 
BamHI site, BglII was chosen for cloning. The 4-base 
overhangs of BamHI and BglII are compatible, permitting 
ligation while eliminating both Sites from the junction. It 
was necessary to synthesize a new primer for PCR: 

“L” (SEQ ID NO. 8) 
GAGTGG GAA G CAGAT CTTAATAATG CA 

CAATTAAGG 3' 
A toxin-containing DNA fragment was generated by PCR 

with primers L/D on template pMYC1260. The DNA was 
digested with BglII and Pvul for subcloning. Since the tetAR 
locus contains multiple PvuI sites, it was necessary to isolate 
the Vector-containing DNA on two separate fragments. To 
obtain the first fragment, pMYC2224 was digested with 
BamHIxBstEII, and the large DNA fragment containing the 
Ptac-tetAR locus-rep functions was gel-purified. To obtain 
the second fragment, pMYC2224 was digested with BstEIIx 
Pvul, and the DNA fragment containing the vector-protoxin 
module was gel-purified. A three-piece ligation was set up 
and used for E. coli strain NM522 transformation. Grossly 
correct plasmids were identified by PCR analysis and 
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agarose-TBE gel electrophoresis using the primer Set N/O, 
which bridges the BamHI/BglII fusion junction. 
“N” (tac promoter) (SEQ ID NO. 9) 

5 TTAATCATCGGCTCGTA3 
“O'” (SEQ ID NO. 10) 

5' ACTCGATCGATATGATA(GA)TCCGT3' 
The correct plasmid was named pMYC2239. It consists of 

cryIA(c) at the amino-terminus, cryIF up to the toxin/ 
protoxin junction, and cryIA(b) through the protoxin Seg 
ment. The toxin DNA and protein sequences are in SEQ ID 
NOS. 20 and 21, respectively. 

EXAMPLE 3 
Construction of the P. fluorescens Expression Plasmids 
pMYC1260 and pMYC2047 

The cloned toxin gene cryIF can be modified for expres 
sion in P. fluorescens in the following way: 

1. A plasmid containing the pKK223-3 rrnB termination 
sequences in the pTJS260-derived vector (Dr. Donald 
Helinski, U.C. San Diego) can be made by ligating the 
BamHI-Scal fragment containing the Ptac promoter and 
rrnB terminator from pKK223-3 (Pharmacia E. coli vector) 
into the BamHI to blunted Kpnl vector fragment of 
pMYC1197 (described in EP 0 417 564). The assembled 
plasmid is recovered following transformation of E. coli and 
growth under tetracycline Selection. 

2. A plasmid containing the Ptac-promoted cryIF toxin 
gene can be made by ligating toxin gene-containing Nde 
Nde-I fragment (with ends blunted using DNA polymerase 
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The cryIA(c) segment at the amino-terminus can be 

replaced by the cryIF coding Sequence by a simple, Straight 
forward Swap (FIG. 5). Both the tetAR locus and cryIF 
coding Sequence contain an Apal Site. A Small Apal fragment 
containing a portion of the tetAR genes and the amino 
terminus of cryIF can be isolated from pMYC2047 and 
ligated to the large Apal Vector-containing fragment from 
pMYC2239. A Pfluorescens lactose-inducible strain can be 
electroporated with the ligation mix and plated on LB agar 
containing tetracycline at 20 ug/ml. Lactose-inducible 
Strains are known to those skilled in the art and are 
described, for example, in U.S. Pat. No. 5,169,760. Correct 
orientation of the Apal fragment reconstitutes tetracycline 
resistance. A clone produced in this manner was shown to be 
grossly correct by restriction enzyme digestion, and it was 
named pMYC2244. The toxin DNA sequence is shown in 
SEQ ID NO. 22, and the predicted protein sequence is 
shown in SEO ID NO. 23. 

EXAMPLE 5 

Construction of a Limited Codon Rework of cryIF 
Codon usage in Pseudomonas spp. favors G or C in the 

Wobble position of triplet codons, as determined by analysis 
of genes in the GenBank/EMBL sequence libraries. A lim 
ited region of the cryIF gene was reworked by SOE to 
incorporate favored Wobble position changes that were Silent 
(FIG. 6). Oligos used are shown below: 

“H” (SEQ ID NO. 11) 
5' GGACTAGTAAAAAGGAGATAACCATGGAAAATAATATTCAAAATC 3' 

“I” (SEQ ID NO. 12) 
5'TCCAGCGGCAGGCGGCCGGTGCTGCGTTCTTCGTTCAGTATTTCTACT 

TCAGGATTATTTAAAC 3' 

“J” (SEQ ID NO. 13) 
5' AACGCAGCACCGGCCGCCTGCCGCTGGACATCAGCCTGAGCCTTACAC 

GTTTCCTTTTGAGTGAA 3 

“K” (SEQ ID NO. 14) 
5' CATCAAAGGTACCTGGT3 

and dNTPs) of about 3800 bp from pMYC1603 (from 
NRRL B-18517) into the blunted EcoRI and HindIII sites of 
pKK223-3. The Ptac-promoted cryIF toxin plasmid can be 
recovered following transformation of E. coli, grown under 
ampicillin Selection, and Screening for plasmids with inserts 
in the proper orientation for expression from the Ptac 
promoter by techniques well known in the art. 

3. The Ptac-promoted cryIF toxin can be assembled into 
the pTJS260-derived vector in a three-piece ligation using 
the 2.4 kb DNA fragment having BamHI and ApaI ends 
from the plasmid pTJS260, ApaI to HindIII fragment of 8.5 
kb containing the replication region of the plasmid from Step 
1 above, and a HindIII to partial BamHI fragment containing 
the Ptac promoter and cryIF toxin gene from step 2 above. 

The resulting pTJS260-derived cryIF toxin expression 
plasmid (pMYC1260) can be introduced into Pfluorescens 
by electroporation. 

4. pMYC2047 can be constructed by ligating an Spel to 
KpnI fragment obtained through PCR of a suitable cryIF 
template with primers H and K followed by digestion with 
Spel and Kpn and gel purification, an Apal to KpnI frag 
ment of ca. 10 kb from the plasmid of step 3, and the Apal 
to Spel fragment of ca. 2600 bp from pMYC1197 containing 
the Ptac promoter. The correct cryIF toxin expression plas 
mids are determined by restriction enzyme digestion of 
plasmids following electroporation into Pseudomonas fluo 

EXAMPLE 4 
Construction of a cryIF/cryIA(b) Chimera 
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Two separate PCR reactions were done on pMYC2047 
template with primer sets H/I or J/K. Amplified DNA 
fragments were called HI or JK. A second PCR reaction was 
set up by mixing fragments HI and JK and PCR amplifying 
with primer set H/K. The larger SOE DNA was gel-purified 
and digested with SpexKpnI. A three-piece ligation was Set 
up with Spe-ApaI Ptac-tetAR locus DNA, ApaI-KpnI 
vector-protoxin module DNA, and Spel-KpnI PCR DNA. A 
PfluorescenS lactose-inducible Strain can be electroporated 
with the ligation mix. Grossly correct clones can be identi 
fied by PCR analysis using the primer set P/O and agarose 
TBE gel electrophoresis. Oligo P (SEQ ID NO. 15) was 
designed to discriminate between the wild-type and codon 
reworked gene. 

“P” (SEQ ID NO. 15) 
5' TGCCGCTGGACATCAGCCTGAG 3 

“O'” (SEQ ID NO. 16) 
TCTAGAGCG GCCG CTTATAC (CT) 

CGATCGATATGATA(GA)TCCGT3' 
The complete plasmid was named pMYC2243. The toxin 

DNA sequence is shown in SEQ ID NO. 24. The toxin 
protein Sequence is predicted to be unchanged, and is shown 
in SEO ID NO. 25. 

5 

EXAMPLE 6 
Construction of the cryIF/crVIA(b) Chimera Containing the 
Limited Codon Rework 
The construct was assembled (FIG. 7) using the same 

Apal fragment exchange strategy as for pMYC2244 (cryIF/ 
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cryIA(b)) above. The small, toxin-tetAR locus Apal DNA 
fragment was gel-purified from pMYC2243. The larger 
vector-protoxin module Apal DNA fragment was gel 
purified from pMYC2244. The completed plasmid was 
named pMYC2523. Predicted DNA and protein sequences 
are in SEQ ID NOS. 26 and 27, respectively. 

EXAMPLE 7 
Comparative Expression of Toxins from pMYC2244 and 
pMYC2523 

Toxin expression in P. fluorescenS was analyzed as 
described above. At 24 and 48 hours post-induction, the 
pMYC2523-containing strain produced more toxin than the 
pMYC2244-containing strain. Toxin specific activity on 
Spodoptera exigua was Statistically unchanged. 

EXAMPLE 8 
Construction of the cryIF/436 Chimera Containing the Lim 
ited Codon Rework 
A Second type of chimeric toxin was assembled by 

substituting the 436 protoxin module for the cryIA(b) pro 
toxin in pMYC2523 (FIG. 8). The 436 protoxin sequence 
consists of cryIA(c) sequence except at the very C-terminus 
(See U.S. Pat. Nos. 5,128,130 and 5,169,760, incorporated 
herein by reference in their entirety). Protoxin DNA for 
cloning was generated by PCR with the primer set F/M using 
a plasmid such as pMYC467 (U.S. Pat. No. 5,169,760) as a 
template. 
“M” (SEQ ID NO. 17) 

5' AGGCTTCCATAGATACCTTGTGCG 3 
PCR DNA was digested with PvuIxBstEII. A three-piece 

ligation was set up with Spe-Pvul toxin DNA from 
pMYC2523, Spel-BstEII vector DNA from pMYC2523, 
and PvuI-BstEII PCR protoxin module DNA. A lactose 
inducible Pfluorescens strain was electroporated with the 
ligation mix. Grossly correct plasmids were identified by 
PCR with primer set F/G and screening for slight size 
increase by agarose-TBE gel electrophoresis. The construct 
was named pMYC2254. Predicted DNA and protein 
sequences are found in SEQ ID NOS. 28 and 29, respec 
tively. 

EXAMPLE 9 
Comparative Expression of Toxins from pMYC2243 and 
pMYC2254 

Toxin expression in P. fluorescenS was analyzed as 
described above. Toxin expression from pMYC2254 was 
improved over pMYC2243 expression. 

EXAMPLE 10 
Analysis for Synergy Between CryIF Chimeric Toxin and 
CryIA(c) Chimeric Toxin Against the Corn Earworm, Helio 
this zea 

Twenty-four Heliothis zea first instar larvae were exposed 
to agar diet containing various concentrations of toxin. At 7 
days post treatment, assays were graded for growth inhibi 
tion. Larvae were inhibited if the molt from first to second 
instar was inhibited. Calculations for estimating Synergy 
factor (SF) and expected activity (Eexp) are shown below. 

where, 
SF=Synergy factor 
E(obs)=observed mortality 
E(exp)=expected mortality 
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where, 

a=activity from compound A 
b=activity from compound B 

TABLE 2 

% INHIBITION 

cryIF/ cryIA(c)f 1:1 mix of the two 
Rate cryIA(b) cryIA(b) chimeric toxins 

pig toxin/g diet al b E(exp) E(obs) SF 

SO.O 50 78 1.6 
25.0 13 23 22 62 2.8 
12.5 9 14 22 31 1.4 
6.25 9 14 

An SF greater than 1 indicates synergy (Levy, Y., M. Benderly, Y. Cohen, U. 
Gisi, D. Bassard 1986 Bulletin OEPP/EPPO Bulletin 16:651–657). 
Abbott, W. S. (1925) J. Economic Entomology 18:265-267. 

EXAMPLE 11 

Analysis for Synergy Between CryIF Chimeric Toxin and 
CryIA(c) Chimeric Toxin Against the Corn Earworm, Helio 
this zea 

Twenty-four Heliothis zea first instar larvae were exposed 
to agar diet containing various concentrations of toxin. At 7 
days post treatment, assays were graded for growth inhibi 
tion. Larvae were inhibited if the molt from first to second 
instar was inhibited. The dosage required to inhibit 50 
percent of the populations (EDs) was estimated using 
Standard probit analysis techniques. Calculations for esti 
mating Synergy factor (SF) and expected effective dosages 
(EDexp) are shown below. 

where, 
ED(exp)=expected effective dose of a mixture 
ED(obs)=observed effective dose of a mixture 

where, 
a=proportion of compound A in mixture 
b=proportion of compound B in mixture 
EDA and ED=equally effective doses of A and B in 

mixture. 

TABLE 3 

ED(obs) ED(exp) 
Treatment (ug toxin/g diet) SF 

cryIA(c)/cryIA(b) (A) 36 
cryIF/cryIA(b) (B) 135 
A:B (1:1) 21 57 2.6 
A:B (3:1) 14 44 3.1 
A:B (1:3) 35 8O 2.3 

ASF greater than 1 indicates synergy (Levy et al. 1986, supra). 
CITE for Wadley method 

It should be understood that the examples and embodi 
ments described herein are for illustrative purposes only and 
that various modifications or changes in light thereof will be 
Suggested to perSons Skilled in the art and are to be included 
within the Spirit and purview of this application and the 
Scope of the appended claims. 
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SEQUENCE LISTING 

( 1) GENERAL INFORMATION: 

( i i i ) NUMBER OF SEQUENCES: 38 

( 2) INFORMATION FOR SEQ ID NO:1: 

( i) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 39 bases 
(B) TYPE: nucleic acid 
(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

i i MOLECULETYPE: DNA (synthetic yn 

( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:1: 

G CAT ACTA GT AG GA. GATT T C CAT G GAT AAC AAT C C GAA C 

( 2) INFORMATION FOR SEQ ID NO:2: 

( i) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 18 bases 
(B) TYPE: nucleic acid 
(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

i i MOLECULETYPE: DNA (synthetic yn 

( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:2: 

G GAT C C G CTT C C CA GT CT 

( 2) INFORMATION FOR SEQ ID NO:3: 

( i) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 29 bases 
(B) TYPE: nucleic acid 
(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

( i i ) MOLECULETYPE: DNA (synthetic) 

( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:3: 

A GA GA G T G G G A A G CG GAT C C T ACT AAT C C 

( 2) INFORMATION FOR SEQ ID NO:4: 

( i) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 28 bases 
(B) TYPE: nucleic acid 
(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

: S etic i i ) MOLECULETYPE: DNA (syntheti 

( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:4: 

T G GATA C T C G AT C GATA T G A TAAT C C GT 

( 2) INFORMATION FOR SEQ ID NO:5: 

( i) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 18 bases 
(B) TYPE: nucleic acid 
(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

( i i ) MOLECULETYPE: DNA (synthetic) 

( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:5: 
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-continued 

TAATAAG A G C T C CTAT GT 

( 2) INFORMATION FOR SEQ ID NO:6: 

( i) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 28 bases 
(B) TYPE: nucleic acid 
(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

i i MOLECULETYPE: DNA (synthetic yn 

( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:6: 

TAT CATA T C G AT C GAG TAT C CAATTTAG 

( 2) INFORMATION FOR SEQ ID NO:7: 

( i) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 18 bases 
(B) TYPE: nucleic acid 
(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

i i MOLECULETYPE: DNA (synthetic yn 

( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:7: 

GT CA CATA G C C A G C T G GT 

( 2) INFORMATION FOR SEQ ID NO:8: 

( i) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 36 bases 
(B) TYPE: nucleic acid 
(C) STRANDEDNESS: single 
(D) TOPOLOGY: linear 

( i i ) MOLECULETYPE: DNA (synthetic) 

( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:8: 

GA G T G G GAA G CAGAT CT TAA TAA T G CA CAA T TAAG G 

( 2) INFORMATION FOR SEQ ID NO:9: 

( i) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 17 bases 
(B) TYPE: nucleic acid 
(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

i i MOLECULETYPE: DNA (synthetic yn 

( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:9: 

TTAAT CAT C G G C T C GTA 

( 2) INFORMATION FOR SEQ ID NO:10: 

( i) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 23 bases 
(B) TYPE: nucleic acid 
(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

i i MOLECULETYPE: DNA (synthetic yn 

( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:10: 

A C T C GAT C GA. TAT GATAR T C C GT 

( 2) INFORMATION FOR SEQ ID NO:11: 
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-continued 

( i) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 45 bases 
(B) TYPE: nucleic acid 
(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

( i i ) MOLECULETYPE: DNA (synthetic) 

( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:11: 

GG ACTA GT AA AAAG GA. GATA A C CAT G GAAA AT AAT ATT CA. AAATC 

( 2) INFORMATION FOR SEQ ID NO:12: 

( i) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 64 bases 
(B) TYPE: nucleic acid 
(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

: S etic ( i i ) MOLECULETYPE: DNA (synthetic) 

( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:12: 

T C C A G C G G CA. GGC G G C C G G T G C T G C GT T C T T C GT T C A GTA TTT CT ACTT C A G GATT ATTT 

AAA C 

( 2) INFORMATION FOR SEQ ID NO:13: 

( i) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 65 bases 
(B) TYPE: nucleic acid 
(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

( i i ) MOLECULE TYPE: DNA (synthetic) 

( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:13: 

AAC G CAG CA C C G G C C GC CT G C C G C T G GACA. T C A G C C T G A G C CTTACAC GT TT C CTTTT GA 

GT GAA 

( 2) INFORMATION FOR SEQ ID NO:14: 

( i) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 17 bases 
(B) TYPE: nucleic acid 
(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

( i i ) MOLECULETYPE: DNA (synthetic) 

( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:14: 

CAT CAAAG G T A C C T G GT 

( 2) INFORMATION FOR SEQ ID NO:15: 

( i) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 22 bases 
(B) TYPE: nucleic acid 
(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

i i MOLECULETYPE: DNA (synthetic yn 

( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:15: 

T G C C G C T G GA CAT CAG C C T G A G 

( 2) INFORMATION FOR SEQ ID NO:16: 

( i) SEQUENCE CHARACTERISTICS: 
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( A ) LENGTH: 41 bases 
(B) TYPE: nucleic acid 
(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

( i i ) MOLECULETYPE: DNA (synthetic) 

( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:16: 

5,827,514 

-continued 

T CT AGA G C G G C C GCT TATA C Y C GAT C GATA T GATAR T C C G T 

( 2) INFORMATION FOR SEQ ID NO:17: 

( i) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 24 bases 
(B) TYPE: nucleic acid 
(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

( i i ) MOLECULETYPE: DNA (synthetic) 

( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:17: 

A G G CTT C CAT AGATAC CTT G T G CG 

( 2) INFORMATION FOR SEQ ID NO:18: 

( i) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 3465 base pairs 
(B) TYPE: nucleic acid 
(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

( i i ) MOLECULETYPE: DNA (genomic) 

( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:18: 

A T G GATA ACA 

GT AGAA GTAT 

T C GCTA A C GC 

GTT GATATA A 

GAA CA GT TAA 

GAAG GA CTA A 

C CTA CTA ATC 

CT TA CAA C C G 

TAT GTT CAAG 

A G G T G G G GAT 

G G CAA CTATA 

C C G GATT CTA 

TTAGAT ATC G 

T C C CAATTAA 

C GAG G C T C G G 

AAC AG TATA A 

ATAATGG CTT 

A T G G GAA ATG 

A CAT TAT C GT 

T C T G TT CTTG 

TACAGAAAAA 

A T C C GAA CAT 

TAG G T G G A GA 

AATT T. CTTTT 

TA T G G G GAAT 

T TAA C CAAA G 

G CAAT CTTTA 

CA G CAT TAAG 

CTA TT C C T CT 

C T G CAAATTT 

TTGA T G C C GC 

CAGAT TAT GC 

GAGATT G G GT 

TT G C T C T G TT 

CAAG A GAA. A.T 

CT CAG G G CAT 

C CAT CTATAC 

C T C C T G T A G G 

CA G C T C CA CA 

C CA CTT TATA 

A CG G GA CAGA 

G C G GAA CG GT 

CAA T GAA T G C 

AAG AAT AGAA 

GA GT GAATTT 

TTTT G GT C C C 

AAT AGA A GAA 

T CAAATT TAC 

A GAA GA GAT G. 

TTTT G CA GTT 

A CATT TAT CA 

GA CTAT CAAT 

T G T A C GCT G G 

AAG G T ATAAT 

C C C GAAT TAT 

T TATA CAAA C 

A GAA A GAA GT 

GG AT G. CT CAT 

GTTTT C G G G G 

A CAA CGTATT 

TAGA A GAC CT 

ATTT G CT TAT 

A GATT C GCT G 

ATT C C T TATA 

A CT G GT TACA 

GTT C C C G G T G 

T CT CAA T G G G 

TT C GCT AG GA 

G CAGAAT CTT 

C GTATT CAAT 

CAAAAT TAT C 

GTTTT G A GA G 

A GT C GT TATA 

TACAAT ACG G 

CAATT TA GAA 

GATA GT A GAA 

C CA GTATTAG 

ATTAGGA GT C 

A. GGGGTTATT 

C CA GAATT CA 

GT T G CT CAA C 

TTT AAT AT AG 

G GAA C C T C CT 

GA T GAA. ATAC 

ATT G T T TAAG 

C C C CAAT CGA 

C T G GATTT GT 

A C G CAT TT CT 

A C CAA G C CAT 

TTAGA GA GT G 

T CAATGA CAT 

AA GT T C C T CT 

A T G T TT CA GT 

A T GATT TAAC 

GATT A GAA CG 

GA GAA TT AAC 

GA TAT C CAAT 

AAAATTTT GA 

CA CATTT GAT 

ATTATTG GT C 

CTTTT C C G CT 

TAG GT CAGGG 

G GATAAATAA 

CAAATTT GCC 

C GC CACA GAA 

28 

TAA C C C T GAA 

TATTT C CTTG 

GT TAGGA CTA 

T G T A CAAATT 

TT CT AGATTA 

G GAA G CG GAT 

GAA CA GT GCC 

TT TAT CA GTA 

GTTT G GA CAA 

TAG G CTTATT 

T G T A T G G G GA 

A CTA ACT G T A 

T C GAA CA GTT 

T G GTA GTTTT 

G GATATA CTT 

A. GGG CAT CAA 

ATA T G GAA CT 

C G T G TAT AGA 

T CAA CAA CTA 

A T C C GCT G T A 

TAA CAA C G T G 
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(B) TYPE: amino acid 
(C)STRANDEDNESS: single 

31 

(D) TOPOLOGY: linear 

( i i ) MOLECULETYPE: protein 

( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:19: 
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As in G u 

Le u G 1 y 
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Ph e Wa 
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1 O 5 

A s p Pro 
1 2 O 

A s p Me t 

As in Ty r 

His Le u 
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18 5 

I le G 1 y 
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Ph e Arg 
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Le u G 1 y V a 1 Trip V a 1 I 1 
8 2 O 

8 35 

G 1 u Lys Le u G 1 u T r p G 1 
8 65 8 7 

9 15 

9 3 O 

L e l T y A. S p A. a A. g A. S 

9 8 O 

l A. S i. A. S i. Th r A s p G 1 

1 O 6 O 

1 O 75 

1 O 9 O 

i. A. G l y Ty r G 1 y As 

G 1 y G 1 u Thr G 1 u G 1 y T h 

Me t G u G u 
1 15 5 

( 2) INFORMATION FOR SEQ ID NO:20: 

( i) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 3450 base pairs 
(B) TYPE: nucleic acid 
(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

( i i ) MOLECULETYPE: DNA (genomic) 
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( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:20: 
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(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

( i i ) MOLECULETYPE: protein 

( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:23: 
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G l n Cys 
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( 2) INFORMATION FOR SEQ ID NO:24: 

( i) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 3522 base pairs 
(B) TYPE: nucleic acid 
(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

( i i ) MOLECULETYPE: DNA (genomic) 
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( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:24: 

A T G GAA AATA ATA TT CAAAA. T CAA T G C G T A C CTTACAATT GTTT AAATAA. T C C T GAA GTA 

GAAAT ACT GA. A CGAA GAA C G CAG CA C C G G C C G C C T G C C GC T G GA CAT CAG C C T G A G CCTT 
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A 

P 

Th 

Th 

W a 

Ph 
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G 1 y 

Le u 

G in 
2 6 O 

Wa 

A rig 

G u 

P ro 

Th r 

G 1 y 

Wa 

Me t 

I e 

G 
58 

G u 

Le 

G 

G 
4 O 

G 

Le 

4 8 

Ph 

Th 

I 

G 

Ph 
2 3 

P r 

Th 

A 

Gl 

Th 

I 

W a 

S e 

Th 

4 7 

Gl 

A 

A 

W a 

Th 

e 

o 

5 5 O 

Th 

I 

A r 

A 

Gl 

Le 

3 7 

Th 

P r 

Le 

Ph 

A r 

A 
5 3 

Gl 

A 

Th 

P r 

5,827,514 

-continued 

I e A a 
18 5 

A rig Ty r 
2 O O 

Le u Arg 

A rig As p 

Ty r As p 

G u I e 
2 6 5 

I e Pro 
28 O 

Le u Me t 

S e r G 1 m. 

G 1 y As in 

A a I e 
3 4 5 

S e r A sp 
3 6 O 

Le u G 1 y 

A rig Th r 

P r o G 1 m. 

As n H is 
4 25 

Ser T r p 
4 4 O 

Thr As in 

A a His 

Thr G 1 y 

Th r I e 
5 O 5 

I l e Arg 
5 2 O 

G 1 y G 1 u 

A s p Pro 

Ph e Thr 

Ph e S e r 
5 85 

Wa Thr 
6 O O 

Th 

Th 

Le 

Th 

P r 

Le 

Ph 

4 1 

W a 

A r 

Th 

Th 

Gl 
49 

W a 

Le 

Ph 
5 7 

S e 

A 

W a 

Th 

Th 
2 3 

Th 

Ph 

3 1. 

I 

I 

W a 

A r 

Th 

4 7 

Th 

Le 

Th 

S e 

Ph 

3 O 

T r 

Ph 

G 
38 

Ph 

I 

I 

Ph 
5 4 

Ph 

Me 

Ph 

Th 

S e 

Gl 

Ph 

Gl 

W a 

S e 

Le 

Th 
5 2 

A 

G 

S e 

Gl 

Gl 
6 O 

60 

1 9 

Le 

W a 

P r 

2 7 

A r 

S e 

Gl 

P r 

Gl 
3 5 

A r 

A 

Gl 

A 

4 3 

Ph 

Gl 

Gl 

G 
5 1 

Th 

Gl 

S e 

G 

59 

A a 

G in 

Le u 

I e 

Le u 

G 1 y 

P he 

Th r 

4 15 

T r p 

S e r 

Th r 

4 9 5 

G in 

G in 

P he 

G u 

2 

3 

4 

h r 

S R 

e l 
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( i) SEQUENCE CHARACTERISTICS: 
(A) LENGTH: 1148 amino acids 
(B) TYPE: amino acid 
(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

( i i ) MOLECULETYPE: protein 

( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:27: 

Me t 
1. 

Wa 

P he 
65 

Le u 

Th r 

G in 

G 1 y 

A 1 a 
2 25 

I e 

Th r 

P he 

3 O 5 

Wa 

G 1 y 

Gl 

G 

G 

Le 

W a 

S e 

S e 

Gl 
29 

Th 

S e 

W a 

l 

e 

As in 

G u 

3 5 

G 1 y 

Th r 

G u 

A rig 

1 15 

A rig 

S e r 

2 7 5 

Wa 

A 1 a 

S e r 

P he 

P he 

3 5 5 

As 

2 O 

I 

W a 

G 

Gl 
1 O 

Gl 

G 
2 6 

W a 

A r 

G 

i. 

8 

I e 
5 

G u 

S e r 

G 1 y 

S e r 

8 5 

Le u 

Th r 

1 65 

G 1 y 

Le u 

G in 

P he 
2 4 5 

Le u 

S e r 

Th r 

G in 

I e 

Le u 

Wa 

7 O 

I e 

A 1 a 

I e 

G u 

P he 
23 O 

P ro 

Th r 

A 1 a 

Th r 

G 1 y 

Th r 

As 

A r 

A 

Gl 

Le 

5,827,514 

-continued 

G l n Cys 

As in G u 
25 

Le u Thr 
4 O 

P he G 1 y 

S e r Le u 

Th r Le u 

Ser Ty r 
1 O 5 

As in As in 
1 2 O 

A s p As p 

G u I e 

S e r L. eu 

I e A a 
18 5 

A rig Ty r 
2 O O 

Le u Arg 

A rig As p 

Ty r As p 

G u I e 
2 6 5 

I e Pro 
28 O 

Le u Me t 

S e r G 1 m. 

G 1 y As in 

A a I e 
3 4 5 

S e r A sp 
3 6 O 

Wa 
1 O 

G u 

Le u 

P he 

G u 
9 O 

G u 

A 1 a 

Th r 

Th r 

G 1 y 

Le u 

Th r 

P ro 

P r 

A r 

Ph 

Ph 

7 5 

A r 

I 

Gl 

Le 

1 5 

A r 

W a 

Th 

Th 
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Th 

Ph 

3 1. 
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I 
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S e 

Le 
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6 O 
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Gl 
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Cy 

Gl 
3 O 

W a 

W a 

1 9 

Le 

W a 

P r 

2 7 

A r 

S e 

Gl 

P r 
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3 5 
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1 5 
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Le u 

P he 

G 1 y 

G in 
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Le u 
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G in 

G u 

G u 

P he 
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V a 1 G 1 y Cys Th r A s p Le 
8 O 5 

Lys I e Lys Thr G 1 m As 
8 2 O 

Le u G 1 u G 1 u Lys Pro Le 
8 35 

8 5 O 

G u Le u Se r Wa I e P r 

G u G 
9 3 

G 1 y H is V a 1 A s p V a G 

V a 1 Pro G 1 u T r p G 1 u A 1 

G 1 u G 1 y Cy s V a 1 T hr I 1 
1 O 1 

L y S Ph e Ser As n Cys V a 

Th r S e r A rig As n Arg Gl 

V a l Pro A la A s p Ty r A 1 

G l y A rig A rig A s p A s in P. r 

Th r P r o Le u Pro A a G 
1 1 O 5 1 1 

G 1 u Th r A s p Lys V a 
1 1 2 5 

I le V a 1 A s p Ser V a 1 Gl 

( 2) INFORMATION FOR SEQ ID NO:28: 

( i) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 3522 base pairs 
(B) TYPE: nucleic acid 
(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

( i i ) MOLECULETYPE: DNA (genomic) 

y 

( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:28: 

G 1 y 

Wa 

8 55 

A 1 a 

Le u 

Wa 

G 1 y 

A 1 a 
9 35 

G u 

G u 

A rig 

H is 
1 O 1 

G u 

A 1 a 

S e r 

I e 

Le u 

5,827,514 

-continued 

G 1 u As p 

His A 1 a 
8 25 

G 1 y G 1 u 
8 4 O 

L y s Arg 

Ly s G 1 u 

G n. A 1 a 

His S e r 
9 O 5 

W a As in 
9 2 O 

Ph e S e r 

As in G 1 y 

G n. As in 

Wa S e r 
9 8 5 

Wa Thr 
1 OO 
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Th 
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1 O 
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G 
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Le u 
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G u 

G u 
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G u 

G u 

Wa 
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Gl 
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Th r 
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T r p 

S e r 

G u 
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1 O 85 
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Wa 
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T y 

A rig 
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G 1 y 
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Gl 

Ph 
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Le 

G 
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5,827,514 
81 82 

-continued 

G 1 u V a 1 Ser G 1 in G 1 u V a 1 Arg V a 1 Cy s Pro G 1 y Arg G 1 y Ty r I 1 e 
1 O 1 O 1 O 15 1 O 2 O 

A rig V a 1 T h r A a Ty r Lys G 1 u G 1 y Ty r G 1 y G 1 u G 1 y Cy s V a 1 Thr 
1 O 25 1 O 3 O 1 O 3 5 

H is G 1 u I le G 1 u As in As in Th r A s p G 1 u Le u L y s Phe Ser As in Cys 
1 O 45 1 O 5 O 1 O 5 5 

G 1 u G 1 u G 1 u V a 1 Ty r Pro As n As in Th r V a 1 T hr Cy s As in A s p Ty 
1 O 6 O 1 O 6 5 1 O 7 O 

Th r Ty r Th r S e r A rig As n A. r s 1 O 75 1 O 

1 O 9 O 1 O 9 5 1 1 0 O 

1 1 2 5 1 13 O 1 1 

Ty r V a 1 T h r Lys G 1 u Le u G 1 u T y r Phe Pro G 1 u T h r A s p L y W a s 
I le G 1 u I le G 1 y G 1 u Thr G 1 u G 1 y T hr P h e I le V a A s p Ser V a 

1 15 5 11 6 O 1, 1 65 

Le u Le u Le u Me t G u G u. 
1 1 7 O 

( 2) INFORMATION FOR SEQ ID NO:30: 

( i) SEQUENCE CHARACTERISTICS: 
(A) LENGTH: 12 amino acids 
(B) TYPE: amino acid 
(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

( i i ) MOLECULETYPE: peptide 

( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:30: 

Xa a X a a I l e A s p X a a X a a G 1 u Xa a X a a X a a X a a X a a 
5 1 O 

( 2) INFORMATION FOR SEQ ID NO:31: 

( i) SEQUENCE CHARACTERISTICS: 
(A) LENGTH: 8 amino acids 
(B) TYPE: amino acid 
(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

( i i ) MOLECULETYPE: peptide 

( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:31: 

Ty r Pro As n As n Th r V a 1 T h r Cy s 
5 

( 2) INFORMATION FOR SEQ ID NO:32: 

( i) SEQUENCE CHARACTERISTICS: 
(A) LENGTH: 1174 amino acids 
(B) TYPE: amino acid 
(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

( i i ) MOLECULETYPE: protein 

( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:32: 

Me t G 1 u As in As n I le G 1 m As in G | n Cys V a 1 Pro Ty r A s in Cy s Le 
1. 5 1 O 1 5 

l 

Le 

W a 

Th 

T r 

Gl 

2 O 

As in 







Wa 
8 65 

Le u 

Wa 

G 
9 4 

G u 

G u 

G u 

I e 

Le u 

( 2) INFORMATION FOR SEQ ID NO:33: 

G 1 y 

G in 

9 3 O 

Wa 

P he 

G in 

1 O 1 O 

Wa 

G u 

G u 

Wa 

G u 

Wa 

G u 

1 1 7 O 

G u 

G u 

A 1 a 
9 15 

P he 

G 1 y 

9 9 5 

S e r 

Th r 

I e 

G u 

G in 
1 O 7 

G u 

S e r 

Th r 

I e 
1 15 

Le u 

87 

A 

Gl 

9 

e 

e l 

Gl 

Th 

Me 

o 

Le u 

Th r 

T y 

G u 

G u 

G u 

1 12 

G u 

G u 

G u 

( i) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 1155 amino acids 
(B) TYPE: amino acid 
(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

( i i ) MOLECULETYPE: protein 

( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:33: 

Me t 
1. 

S e r 

Ty r 

As p 

As in 

Th r 

As in 

P ro 

P ro 

As in 

G u 
2 

I 

O 
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P ro 
5 

Wa 

As p 

A 1 a 
8 7 

Le 

Gl 

I 
9 5 

W a 

G 

Le 

Th 

O 

l 

G u 

As in 

G u 

I e 

A rig 

S e r 

A rig 
1 O 15 

G u 

G u 

G u 

I e 

Wa 

S e r 

5,827,514 

-continued 

V a l Lys 

Le u G u. 

Le u Ph e 
9 O 5 

A a Me t 
9 2 O 

Ty r Le u 

G u G u 

A rig As in 

As n V a 
9 8 5 

Wa Le u 
1 O O O 

V a 1 Cy s 

G 1 y Ty r 

A s p G 1 u 

As in Th r 
1 O 6 

G 1 y A 1 a 
1 O 8 O 

As n S e r 

Ty r Thr 

G l y As p 

Ty r P he 
1 1 4 

G 1 y T hir 
11 6 O 

As in G u 

Le u G 1 y 
25 

Le ul S e r 

A rig A 1 a 
8 7 5 

Th r A is in 
8 9 O 

Wa As in 

I e H is 

Pro G 1 u 

Le u L y s 
9 5 

Wa I e 
9 7 O 

Lys G 1 y 

Wa Wa 

Pro G 1 y 

G 1 y G 1 u 
1 O 3 

Le u L y s 
1 O 5 O 

Wa Thr 

Ty r Thr 

S e r Wa 

A s p G 1 y 
1 11 

Ty r Thr 
1 13 O 

Pro G 1 u 

Ph e I e 

Cys I le 
1 O 

G 1 y G 1 u 

Le u Thr 

G u 

I e 

G 1 y 

P he 

S e r 

Th r 

P ro 

A rig 

G in 

Wa 

G in 

A 1 a 
9 2 5 

S e r 

Wa 

G u 
1 O O 5 

G 1 y 

Ty r 

I e 

P he 

T y 

Wa 

I e 

G 1 y 

Wa 

L y S 

As in 

G u 
3 O 

Le u 

L y S 

I e 

P he 

9 7 5 

Wa 

G u 

I e 

Th r 

A rig 

A 1 a 
1 13 5 

Wa 

Wa 

Cy s 
1 5 

Th r 

Le u 

G in 

9 6 

Le u 

G 1 y 

S e r 
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G 

I 

G 

W a 

I 

Le 

G 

I 
3 O 

I 

Le 

G 

G 
38 

W a 

Ph 
5 O 

G 

G 

S e 

Ph 

W a 

Ph 

As 

Me 

Le 

3 7 

Th 

S e 

A 

4 5 

3 5 

W a 

I 

Le 

A r 

Le 

Gl 

Gl 

I 

I 

Th 

2 7 

89 

P r 

Ph 

I 

1 O 

G 

I 

Ph 

A 

Gl 
18 

Le 

W a 

2 6 

Ph 

Th 
3 4 

Gl 

Ph 

S e 

4 2 

Ph 

Me 

G 

G 

8 5 

Gl 

G 

A 

A 
1 6 

Th 

Th 

S e 

Me 

G 

I 

G 
4 O 

Ph 

A 

7 O 

Gl 

Gl 

Gl 

Ph 

Gl 

Gl 

G 

P r 

3 1. 

W a 

Gl 

W a 

Gl 

S e 

S e 

a 

O 

i. 

y 

l 

Gl 
5 5 

S e 

2 1. 

4 5 

y 

5 

5,827,514 

-continued 

4 O 

Ph e Wa 

G 1 in T r p 

I e G 1 u 

S e r A is in 
1 O 5 

A s p Pro 
1 2 O 

A s p Me t 

As in Ty r 

His Le u 

Ph e As p 
18 5 

I le G 1 y 
2 O O 

G 1 u Arg 

Ph e Arg 

Pir o As in 

Thr Arg 
2 6 5 

Ph e Arg 
28 O 

Le u Me t 

G 1 y G 1 u 

Ph e S e r 

A la A 1 a 
3 4 5 

A rig Th r 
3 6 O 

As in As in 

Th r S e r 

A s p S e r 

G 1 in G 1 y 
4 25 

Ph e S e r 
4 4 O 

I e His 

Le u 

G u 
9 O 

Le u 

Th r 

G in 

Wa 

4 1. O 

G 1 y 

A 1 a 
7 5 

P he 

S e r 

1 5 5 

Wa 

A 1 a 

3 

G in 

S e r 

Le u 
6 O 

P he 

G in 

A 1 a 
1 4 O 

Le u 

Th r 

Th r 

G 
2 2 

3 O O 

3 8 O 

S e r 

A 1 a 

4 6 O 

4 5 

Wa 

Th r 

A rig 

Th r 

G in 
28 5 

S e r 

P he 

Th r 
3 65 

S e r 

I e 

G u 

90 

W a 

Le 

Th 

Le 

Le 

Th 

2 7 

Gl 

Gl 

Th 

Le 

W a 

S e 

P r 

4 3 

S e 

Ph 

e 

I 

G 

Gl 
9 5 

Th 

S e 

A 

S e 

Th 

W a 

W a 

G 

Th 

3 2 

P r 

I 





I e 

l 

i. 

G 1 y 

Me t 

Th r 

A 1 a 
9 3 O 

S e r 

G u 

G u 

G u 
1 O 9 

G u 

G u 

G u 

Gl 
9 1 

I 

P r 

Gl 
1 O 

Gl 

Le 

Th 

G u 
1 15 5 

93 

b 

P he 

A 1 a 

T r p 

9 8 O 

A rig 

G u 

Th r 

G u 
1 O 6 O 

S e r 

A 1 a 

( 2) INFORMATION FOR SEQ ID NO:34: 

G u 

Wa 

Wa 

G 1 y 

G 1 y 

T y 

( i) SEQUENCE CHARACTERISTICS: 
(A) LENGTH: 1182 amino acids 
(B) TYPE: amino acid 
(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

( i i ) MOLECULETYPE: protein 

Me t 

Le u 

G u 

9 5 O 

Wa 

Le u 

G u 
1 O 3 

Th r 

Th r 

S e r 

Th r 

1 11 

P he 

Th r 

( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:34: 

Me t 
1. 

S e r 

Ty r 

G u 

T r p 
65 

A s p A s in 

As in Pro 

Th r P ro 
3 5 

Phe Wa 
5 O 

G 1 y I 1 e 

As in 

G u 
2 O 

I e 

P ro 

P he 

P ro 
5 

Wa 

G 1 y 

G 1 y 

As in 

G u 

I e 

A 1 a 

7 O 

I e 

P ro 

9 35 

Wa 

Wa 

P ro 

Gl 
1 O 

Le u 

Wa 

S e r 

P ro 

P he 

I e 

G 1 y 
5 5 

S e r 

5,827,514 

-continued 

H is A 1 a 
9 O 5 

G u Le u 
9 2 O 

G 1 u G 1 y 

I e Lys 

G 1 y H is 

Wa P r o 
9 8 5 

G l y Arg 
1 O O 

G u 

Th r 

Th r 

1 O 8 

G 1 y 

Th r 

G u 

I e 

As in 

Le u 

Le u 
4 O 

P he 

G in 

S e 

Th r 

1 1 4 5 

G u 

G 1 y 
25 

S e r 

Wa 

T r p 

A 1 a 

S e r 

G u 

G 1 y 

Le u 

Le u 

As p 

W a 

I 

Gl 
9 5 

T r 

W a 

S e 

Gl 

Th 

Gl 

A 

7 5 

P he 
9 4 O 

Wa 

G u 

I e 

Th r 
1 O 2 O 

Wa 

Wa 

G in 

Le u 
6 O 

P he 

P ro 
9 2 5 

Th r 

P he 

G u 

I e 

Wa 

Th r 

G 1 y 

A 1 a 
1 O 8 

G 1 y 

T r p 

G u 

I e 

P he 
4 5 

Wa 

Le u 

A 

Gl 

Gl 
9 9 

G 

A 

I 

1 1 

Gl 
3 O 

Le 

W a 

5 O 

l 

l 

W a 

Ph 

Gl 
9 7 

W a 

W a 

Gl 

Gl 

Th 
1 O 

Gl 

W a 

Gl 
1 1 

Le 

Le 

I 

G 

S e r 

S e r 

Gl 
9 6 

Th r 

I e 

G u 
1 O 4 O 

G in 

G 1 y 

S e r 

Th r 
1 1 2 O 

I e 

Le u 

Le u 

G 1 y 

S e r 

I e 

I e 

8 O 



e 

5,827,514 
95 96 

-continued 

G l n Le u I le. As in G 1 in A rig I le G 1 u G 1 u Ph e A 1 a. A rig As in G 1 in A 1 a 
8 5 9 O 9 5 

A. a S e r A rig Le u G 1 u G 1 y Le u Ser As n Le u Ty r G 1 n I le Ty G u 
1 O O 1 O 5 1 1 O 

Ph e Arg G 1 u T r p G 1 u A a A s p Pro Thr As n Pro A la Le u Arg G 1 u 

V a 1 G 1 m A 1 a. A 1 a. As n Le u H is Le u Se r V a 1 Le u A rig A s p V a l S e r 
1 65 1 7 O 1 7 5 

P he G 1 y G | n Arg Tr p G 1 y Ph e A s p A la A la Thr I le As n Ser Arg 
18 O 18 5 1 9 O 

23 O 23 5 24 O 

2 4 5 25 O 2 

2 6 O 2 6 5 2 7 O 

G 1 u As n Ph e A s p G 1 y Ser Phe Arg G 1 y Ser A a G 1 in G 1 y I le G 1 u 
2 7 5 28 O 28 5 

3 1 O 3 3 2 O 

3 4 O 3 4 5 3 5 O 

Le u G G l n G 1 y V a 1 Ty r A rig Th r Le u Se r S e r Thr Le u Ty r A rig 

3 7 O 3 75 3 8 O 

4 O 4 1. O 4 5 

4 2 O 4 2 4 3 O 

S er Me t P h e Arg Ser G 1 y P h e Ser As n Sle r S e r V a 1 Se r I 1 e I le 

A a Pro Me t P h e S e r T r 
4 5 O 

I le H is Arg Ser Al a G 1 u Ph e A s in As in 
4 6 O 4 5 

I e A a Se r A s p S e r I le Thr G 1 in I le Pro A 1 a V a l Lys G 1 y As in 
4 7 O 4 75 4 8 O 

Le u Ph e A s in G 1 y Ser V a 1 I e Ser G 1 
48 5 49 49 

Le u V a l A rig Le u As n Sle r S e r G 1 y A. S i. A. S i. I le G 1 in As in Arg G 1 y 





9 45 

G u 

Wa 

Le u 

C y S 

G u 

Th r 

Th r 

1 1 O 

Th r 

As p 

P he 

Th r 

9 3 O 

Le u 

Wa 

V a 

G 1 y 

Le u 

Wa 

P he 
1 1 7 O 

G u 

G u 

I e 

G 1 y 
9 9 5 

Wa 

G 1 y 

G u 

Th r 
1 O 75 

Th r 

Wa 

G 1 y 

Thr 

G u 
1 15 5 

I e 

99 

Le u 

G 1 y 

L y S 

A rig 

G 1 y 

P he 
1 O 6 

A rig 

1 1 4 

Th r 

( 2) INFORMATION FOR SEQ ID NO:35: 

( i) SEQUENCE CHARACTERISTICS: 
(A) LENGTH: 1148 amino acids 
(B) TYPE: amino acid 

W a 

G 

G 

A 

(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

( i i ) MOLECULETYPE: protein 

( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:35: 
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A rig 
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( 2) INFORMATION FOR SEQ ID NO:36: 
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( i) SEQUENCE CHARACTERISTICS: 
( A ) LENGTH: 1175 amino acids 
(B) TYPE: amino acid 
(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

( i i ) MOLECULETYPE: protein 
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( 2) INFORMATION FOR SEQ ID NO:37: 

( i) SEQUENCE CHARACTERISTICS: 
(A) LENGTH: 1148 amino acids 
(B) TYPE: amino acid 
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(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

( i i ) MOLECULETYPE: protein 
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( 2) INFORMATION FOR SEQ ID NO:38: 

( i) SEQUENCE CHARACTERISTICS: 
(A) LENGTH: 1148 amino acids 
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(B) TYPE: amino acid 
(C)STRANDEDNESS: single 
(D) TOPOLOGY: linear 

( i i ) MOLECULETYPE: protein 
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( xi ) SEQUENCE DESCRIPTION: SEQ ID NO:38: 
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We claim: 15. A method for controlling lepidopteran pests compris 
1. A composition for controlling lepidopteran pests, 

wherein Said composition comprises cells which express a 
CryIF chimeric core toxin-containing protein and a CryIA(c) 
chimeric core toxin-containing protein. 

2. The composition, according to claim 1, comprising a 
cell expressing a CryIF chimeric core toxin-containing pro 
tein and a cell expressing a CryIA(c) chimeric core toxin 
containing protein. 

3. The composition, according to claim 1, comprising a 
cell expressing a CryIF chimeric core toxin-containing pro 
tein and a CryIA(c) chimeric core toxin-containing protein. 

4. The composition, according to claim 1, wherein Said 
CryIF chimeric core toxin-containing protein comprises a 
CryIF core N-terminal protein portion and a heterologous 
C-terminal toxin portion from a CryIA(b) toxin or CryIA 
(b)/CryIA(c) chimeric toxin. 

5. The composition, according to claim 4, wherein Said 
CryIF chimeric core toxin-containing protein has approxi 
mately 1150 to 1200 amino acids and comprises a CryIF 
core N-terminal sequence of at least about 590 amino acids 
and no more than about 1100 amino acids, wherein Said 
CryIA(b) or CryIA(c)/CryIA(b) portion comprises at least 
100 amino acids at the C-terminus of said protein. 

6. The composition, according to claim 4, wherein the 
transition from CryIF core N-terminal toxin portion to 
heterologous portion occurs after the Sequence shown in 
SEQ ID NO. 30 and before the end of the peptide sequence 
of SEO ID NO. 31. 

7. The composition, according to claim 6, wherein Said 
core toxin portion comprises the first about 601 amino acids 
of a CryIF toxin and wherein said C-terminal protoxin 
portion comprises the CryIA(b) or CryIA(c)/CryIA(b) 
amino acid Sequence which follows the peptide Sequence 
shown in SEO ID NO. 31. 

8. The composition, according to claim 6, wherein Said 
core toxin-containing protein comprises the amino acid 
sequence shown in SEQ ID NO. 23. 

9. The composition, according to claim 6, wherein Said 
core toxin-containing protein comprises the amino acid 
sequence shown in SEQ ID NO. 29. 

10. The composition, according to claim 6, wherein Said 
CryIF chimeric core toxin-containing protein comprises an 
amino acid Sequence Selected from the group consisting of 
SEQ ID NO. 35, SEQ ID NO. 36, SEQ ID NO. 37, and SEQ 
ID NO. 38. 

11. The composition, according to claim 1, wherein Said 
CryIA(c) chimeric core toxin-containing protein has an 
amino acid sequence shown in SEQ ID NO. 34. 

12. The composition, according to claim 3, wherein Said 
cell expresses SEQ ID NO. 23 and SEQ ID NO. 34. 

13. The composition, according to claim 3, wherein Said 
cell expresses SEQ ID NO. 29 and SEQ ID NO. 34. 

14. A host transformed to express both a CryIF chimeric 
core toxin-containing protein and a CryIA(c) chimeric core 
toxin-containing protein, wherein Said host is a microorgan 
ism or a plant cell. 
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ing contacting Said pests, or the environment of Said pests, 
with an effective amount of a composition comprising cells 
which produce a CryIF chimeric core toxin-containing pro 
tein and a CryIA(c) chimeric core toxin-containing protein. 

16. The method, according to claim 15, wherein said 
composition comprises a cell expressing a Cry IF chimeric 
core toxin-containing protein and a cell expressing a CryIA 
(c) chimeric core toxin-containing protein. 

17. The method, according to claim 15, wherein said 
composition comprises a cell expressing a Cry IF chimeric 
core toxin-containing protein and a CryIA(c) chimeric core 
toxin-containing protein. 

18. The method, according to claim 15, wherein said 
Cry IF chimeric core toxin-containing protein comprises a 
CryIF core N-terminal toxin portion and a heterologous 
C-terminal protoxin portion from a CryIA(b) toxin or CryIA 
(b)/CryIA(c) chimeric toxin. 

19. The method, according to claim 18, wherein said 
Cry IF chimeric core toxin-containing protein has approxi 
mately 1150 to 1200 amino acids and comprises a CryIF 
core N-terminal sequence of at least about 590 amino acids 
and no more than about 1100 amino acids, wherein Said 
CryIA(b) or CryIA(c)/CryIA(b) protoxin portion comprises 
at least 100 amino acids at the C-terminus of Said protein. 

20. The method, according to claim 18, wherein the 
transition from CryIF core N-terminal toxin portion to 
heterologous protoxin portion occurs after the Sequence 
shown in SEQ ID NO. 30 and before the end of the peptide 
sequence of SEQ ID NO. 31. 

21. The method, according to claim 20, wherein Said core 
toxin portion comprises the first about 601 amino acids of a 
CryIF toxin and wherein said C-terminal protoxin portion 
comprises the CryIA(b) or CryIA(c)/CryIA(b) amino acid 
Sequence which follows the peptide Sequence shown in SEQ 
ID NO. 31. 

22. The method, according to claim 20, wherein Said core 
toxin-containing protein comprises the amino acid Sequence 
shown in SEO ID NO. 23. 

23. The method, according to claim 20, wherein said core 
toxin-containing protein comprises the amino acid Sequence 
shown in SEO ID NO. 29. 

24. The method, according to claim 20, wherein said 
Cry IF chimeric core toxin-containing protein comprises an 
amino acid Sequence Selected from the group consisting of 
SEQ ID NO. 35, SEQ ID NO. 36, SEQ ID NO. 37, and SEQ 
ID NO. 38. 

25. The method, according to claim 18, wherein said 
CryIA(c) chimeric core toxin-containing protein has an 
amino acid sequence shown in SEQ ID NO. 34. 

26. The method, according to claim 17, wherein said cell 
expresses SEQ ID NO. 23 and SEQ ID NO. 34. 

27. The method, according to claim 17, wherein said cell 
expresses SEQ ID NO. 29 and SEQ ID NO. 34. 

28. The composition, according to claim 10, wherein said 
amino acid sequence is shown in SEQ ID NO. 35. 

29. The composition, according to claim 10, wherein said 
amino acid sequence is shown in SEQ ID NO. 36. 
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30. The composition, according to claim 10, wherein said 34. The method, according to claim 24, wherein said 
amino acid sequence is shown in SEQ ID NO. 37. amino acid sequence is shown in SEQ ID NO. 37. 

31. The composition, according to claim 10, wherein Said 35. The method, according to claim 24, wherein said 
amino acid sequence is shown in SEQ ID NO. 38. amino acid sequence is shown in SEQ ID NO. 38. 

32. The method, according to claim 24, wherein said 5 
amino acid sequence is shown in SEQ ID NO. 35. 

33. The method, according to claim 24, wherein said 
amino acid sequence is shown in SEQ ID NO. 36. k . . . . 
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